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CHAPTER 1: INTRODUCTION AND BACKGROUND 
Ovarian cancer 
Ovarian cancer represents the malignant transformation of the female gonad.  There are 
three main types of ovarian cancer: epithelial, which comprises the majority, germ cell, and sex 
cord-stromal, representing less than 2% of the cases.  The histopathologic classification of 
epithelial ovarian cancer (EOC) includes serous, endometrioid, clear-cell, and mucinous.  
Genomic studies of high-grade serous cancer have identified molecular subtypes that are 
associated with distinct biology and clinical outcome.  Recent evidence suggests two different 
entities based on molecular signatures: type-1 and type-2 EOC.  Type-1 is slow-growing and has 
a “cure” rate of about 90% as compared to the more aggressive type-2, which encompasses the 
majority of cases [1].  Type-2 EOC typically expresses mutations in tumor-suppressor and/or 
DNA repair genes [1].  Regardless of molecular subtype, mortality from EOC is high in patients 
with advanced-stage and high-grade serous EOCs.  Although the exact etiology of EOC in the 
general population remains elusive, BRCA1/2-mutation carriers and those affected with Lynch II 
syndrome are considered to be high risk [2, 3].  Indeed, a strong family history of EOC is the 
single most important risk factor [2, 4].  Nulliparity is another risk factor; however, oral 
contraceptive use, tubal ligation, pregnancy, and lactation confer protection against the disease 
[4-6].  Evidence suggests that factors involved in cell pluripotency and self-renewal, key 
characteristics of stem cells, are implicated in cancer biology [7-19].  Specifically, the existence 
of human ovarian cancer-initiating cells (OCICs) with stemness properties and enhanced 
resistance to cisplatin and paclitaxel have been reported [13].  Among different proposed theories 
for the pathogenesis of EOC, the “incessant ovulation” model is the most widely accepted [20].  
Accordingly, cyclical ovulations without intervening pregnancy will, overtime, increase the 
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likelihood of chronic inflammation and generation of reactive oxygen and nitrogen species (ROS 
and RNS) that may induce various mutations, and concomitant with impairment of repair 
mechanisms will initiate tumorigenesis [21-23].  Typically, the treatment of ovarian cancer 
requires both cytoreductive surgery (CRS) and platinum/taxane combination chemotherapy [24-
27].  Recently, targeted agents such as anti-angiogenic drugs have been introduced in the 
management of ovarian cancer patients. 
Epithelial ovarian cancer is the deadliest of all gynecologic cancers with an estimated 
22,280 new cases and 14,240 deaths expected in 2016 in the US alone [28].  The 5-year survival 
rate for localized ovarian cancer is approximately 90%, but drops dramatically to 60% for 
regional disease and 20% for metastatic disease.  Because early-stage ovarian cancer presents 
with nonspecific symptoms, frequently the diagnosis is not made until after the malignancy has 
spread beyond the ovaries [29].  The high mortality rates for this type of malignancy can be 
largely attributed to a lack of screening methods for the general population and the acquisition of 
resistance to the current chemotherapeutics [29].   
Cisplatin resistance 
Resistance to chemotherapy can be either intrinsic, occurring at the onset of treatment, or 
acquired, when the disease recurs despite an initially successful response [30-32].  Generally, the 
approach to relapsed disease is stratified based upon the amount of time that has elapsed between 
the completion of platinum-based treatment and the detection of relapse, established as the 
platinum-free interval (PFI) [33].  Patients with a PFI of less than six months are considered 
platinum-resistant as opposed to those with a PFI greater than the six-month cutoff. 
Approximately 75% of patients with advanced disease will respond initially to platinum-
containing chemotherapy.  However the majority will relapse within two years of completing 
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treatment, while 25% of patients are intrinsically resistant [30, 34, 35].  Chemoresistance greatly 
limits the range of possibilities for subsequent treatments, because some tumors become resistant 
not only to the initial drug but also to new therapeutic agents with different mechanisms of action 
[31].  Attempts to overcome drug resistance are central to both clinical and basic molecular 
research in cancer chemotherapy [30]. 
 Cisplatin,the prototype of the platinum drugs, is well characterized with a long track 
record in both basic science and clinical research.  Carboplatin, a platinum compound, has 
replaced cisplatin in the treatment of EOC because of its superior toxicity profile. The 
mechanisms of action of cisplatin involve both cytoplasmic and nuclear reactions [23, 36-39].  
After being actively transported to the intracellular compartment by the copper transporters 
(CTR1), the cisplatin molecule becomes activated by a series of aquation reactions that consist of 
the substitution of one or both cis-chloro groups with water 
molecules (Figure 1) [40-42].  Cisplatin avidly binds DNA, 
with a predilection for nucleophilic N7-sites on purine 
bases.  This leads to the generation of protein–DNA 
complexes as well as of DNA–DNA inter- and intra-strand 
adducts, with the latter being more lethal. Generally p53 will be activated following DNA 
damage.  This will lead to cell cycle arrest for DNA repair, or activation of the apoptosis 
pathway with cytochome c release.  Of note, it is possible that mutations occur during the DNA 
repair process.  Additionally, cisplatin is known to generate ROS by the activation of 
nicotinamide adenine dinucleotide phosphate (NAD(P)H) oxidase in the cell membrane and the 
mitochondria[43-45].  The glutathione/glutathione disulfide (GSH/GSSG) pathway is very 
important to scavenge ROS and activate drug efflux pumps, which can expel cisplatin from the 
Figure 1. Molecular structure
of cisplatin.  
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cell.  The imbalance between the production and elimination of free radicals and reactive 
metabolites leads to a state of oxidative stress and subsequent damage of important biomolecules 
and cells, with potential impact on the whole organism [46]. 
Several possible mechanisms of cisplatin resistance have been previously described; 
including decreased intracellular aquation, decreased uptake and accelerated efflux due to 
increased activity of ATP-binding cassette and soluble carrier transporter families[47, 48].  Here, 
we have classified those mechanisms as follow: 1) pharmacokinetic (PK) variations, 2) 
activation of DNA repair, 3) decrease cell death such as apoptosis and autophagy, and alterations 
of cell signaling pathways, 4) cancer stem cells, 5) tumor microenvironment and, 6) oxidative 
stress.   
1) Pharmacokinetic variations 
Pharmacokinetics is a branch or pharmacology that describes how the body affects a 
specific drug after administration through the mechanisms of absorption, distribution, 
metabolism, and the elimination of the drug [49].  The PK properties of drugs may be affected by 
elements such as the site of administration, the absorptive surface, the volume of distribution, 
and more importantly the genetic makeup and morphometric characteristics of the individual 
receiving the specified drug [50, 51].  Genetic variations in expression and polymorphisms of 
enzymes that are involved in some of these processes have been identified, and are in part 
responsible for some of the inter-patient variations of drug effects.  Similarly, the morphometric 
parameters such as height, weight and overall body composition; as well as disease status and 
environmental factors may play important roles.  
Several studies have demonstrated the role of copper transporters to decreased tumor 
response to platinum compounds [52-56].  Clinically relevant concentrations of cisplatin were 
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shown to downregulate the CTR1, by internalization followed by proteasome-mediated 
degradation [57-59].  Additionally, the Wilson disease protein, also known as ATP7B, is a P-
type cation transport ATPase that functions as a monomer, exporting copper out of the cells was 
reported to correlate with cisplatin resistance in preclinical studies[60-62].  However when 
studied in patients, its expression level was not significantly correlated with the known multi-
drug resistant markers (MDRs), but found to be an independent prognosticator [63, 64].  
Additional studies in both ovarian and endometrial cancers further validate ATP7B as predictive 
marker of chemoresistance for cisplatin [63-65]. 
Once inside of the cell, cisplatin becomes activated through an aquation reaction.  This 
reaction occurs spontaneously in the cytoplasm, owing to the relatively low concentration of 
chloride ions (2–10 mM) when compared with the extracellular milieu (100 mM), and leads to 
the generation of highly reactive mono-and biaquated cisplatin forms.  Cisplatin avidly binds to 
cytoplasmic nucleophilic species, including GSH, methionine, metallothioneins and other 
cysteine-rich proteins, and is then sequestered.  As a result, the effective intracellular 
concentration of cisplatin is diminished leading to the development of chemoresistance.  
Voltage-dependent anion channels (VDACs) are a class of porin ion channel located in 
the outer mitochondrial membrane [66].  They regulate the flux of proteins, small molecules and 
ions between the cytosol and the mitochondria [67].  Additionally, they have been involved in 
several key biologic processes such as energy metabolism, calcium transport and apoptosis [67-
71].  At near zero mitochondrial membrane potential, the VDAC pores open, and allow the 
liberation of cytochrome c in the cytosol and trigger apoptosis[72-76].  Cisplatin has been shown 
to bind VDACs and trigger cell death as a preliminary step in the apoptosis process prior to 
cytochrome c release.  Remarkably, VDAC-depleted cancer cells are highly resistant to cisplatin 
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treatment [67, 69, 70, 77-79].  Several PK mechanisms appear to contribute to cisplatin-resistant 
ovarian cancer, ranging from the downregulation of key membrane transporters such as CTR1, to 
altered localization of ATP7A, to sequestration of activated cisplatin compounds [58, 59, 80-87].  
Depletion of the VDACs have been reported in cervical and head and neck cisplatin-resistant 
cancers, however, there is no direct evidence that this specific mechanism is linked to ovarian 
cancer [76, 77].  Based on the available evidence, interplay of PK factors seems to contribute to 
the suboptimal intracellular concentration of activated cisplatin, therefore establishing the 
cisplatin-resistant EOC phenotype. 
2) Activation of DNA repair 
Three excision repair pathways exist to repair single stranded DNA damage: nucleotide 
excision repair (NER), base excision repair (BER), and DNA mismatch repair (MMR).  The bulk 
of cisplatin lesions are removed from DNA by the NER system [88-90].  Damaged nucleotides 
are excised from DNA upon incision on both sides of the lesion, followed by DNA synthesis to 
reconstitute genetic integrity.  Amplification of this process has been correlated with cisplatin 
resistance in multiple preclinical models and validated clinically [91-93].  While the BER 
pathway can recognize specific non-bulky lesions in DNA, it can correct only damaged bases 
that are removed by specific enzymes.  The MMR pathway only targets mismatched base pairs 
that are seldom seen in cisplatin-induced DNA lesions, thus not proven to be a significant 
mechanism of cisplatin resistance in that fashion [65, 94, 95].  The MMR-related proteins, MutL 
(MLH) and MutS (MSH) which participate in the recognition of GpG inter-strand adducts, will 
attempt to repair cisplatin adducts but fail, leading to apoptosis.  Defects in MLH1 and MSH6 
are associated with increased level of translesion synthesis, whereby DNA synthesis is not 
blocked but proceeds beyond the cisplatin effects [96].  Indeed, methylation-dependent silencing 
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of MLH1 has been shown to predict poor survival in ovarian cancer patients [97].  MLH1, 
MSH2, and MSH6 are responsible for the hereditary nonpolyposis colon cancer syndrome 
(HNPCC) including 2% of ovarian cancers patients.  Interestingly, previous clinical report of 
HNPCC-ovarian cancer patients suggests an association between the syndrome with decreased 
response to cisplatin and aggressive tumor [98].   
Cisplatin-induced inter-strand adducts can lead to the so-called double-strand DNA break 
lesions that are normally repaired by homologous recombination machinery.  Two critical 
components of the homologous recombination machinery system are encoded by BRCA1 and 
BRCA2, two genes that are frequently mutated in familial breast and ovarian cancers.  Although 
BRCA1/2 tumors respond better to chemotherapy including cisplatin, additional mutations that 
restore the function of the enzymes appear to confer resistance to platinum compound [99].  
Altogether, these observations highlight the contributions of several of the DNA repair 
mechanisms in cisplatin-resistant ovarian cancer.  The above-mentioned studies, if validated in 
clinical trials by other investigators, will pave the way for targeted interventions in order to 
reverse the chemoresistance. 
3) Decreased cell death 
The process of apoptosis can be initiated by a diverse range of extracellular and 
intracellular signals, that may positively or negatively affect the process itself [100-104].  Upon 
stimulation, the cell undergoes organized degradation of cellular organelles by activated 
proteolytic caspases.  Caspases are proteins that are highly conserved, cysteine-dependent 
aspartate-specific proteases.  There are two types of caspases: initiator caspases (caspase 2, 8, 9, 
10) and effector caspases (caspase 3, 6, 7) [104].  The activation of initiator caspases requires 
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binding to a specific oligomeric adaptor protein.  Effector caspases are then activated by these 
active initiator caspases through proteolytic cleavage.  
Several proteins are involved in the apoptosis process, but two main methods of 
regulation have been identified.  The first (intrinsic) pathway targets mitochondria functionality 
by directly transducing the signal via adaptor proteins to the apoptotic mechanisms [68, 102].  
The second (extrinsic) death-receptor pathway, can be explained by two models, the tumor 
necrosis factor (TNF)-induced and the Fas-Fas ligand (FasL)-mediated, both involving receptors 
of the TNF receptor (TNFR) family coupled to extrinsic signals.  The interaction between Fas 
and FasL results in the formation of the death-inducing signaling complex (DISC), which 
contains the FADD, caspase-8 and caspase-10.  Upon activation, a balance between pro-
apoptotic: Bcl-2-associated X protein (BAX), BH3 interacting-domain death agonist (BID), Bcl-
2 homologous antagonist killer (BAK), or Bcl-2-associated death promoter (BAD) and anti-
apoptotic: B-cell lymphoma-extra-large (Bcl-Xl) and B-cell lymphoma 2 (Bcl-2) members of the 
Bcl-2 family is established.  The pro-apoptotic homodimers are required to make the 
mitochondrial membrane permeable for the release of caspase activators such as cytochrome c 
and small mitochondria-derived activator of caspases (SMAC).  There also exist others like: 
caspase-independent apoptotic pathway that is mediated by AIF, the endoplasmic reticulum (ER) 
stress pathway, and the p53-dependant pathway.  Alternatively, several anti-apoptotic pathways 
have been described such as the receptor-associated mechanisms: the Decoy receptors, the 
FLICE-like inhibitory protein (FLIP), the inhibitors of apoptosis proteins (IAP) family members, 
nuclear factor-kappa beta (NF-kB) and its relative anti-apoptotic members, the phosphoinositide 
3-kinase (PI3K)/serine-threonine kinase (Akt)/mammalian target of rapamycin (mTOR) pathway, 
and the mitogen-activated protein kinases (MAPK) Pathways. 
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Lethal cisplatin-induced DNA damage activates signaling cascades leading to apoptosis.  
Genetic and epigenetic alterations in the components of this complex signaling network have 
been associated with variable levels of resistance to cisplatin.  Reportedly, ovarian cancer 
patients carrying wild-type TP53 have a higher probability to benefit from cisplatin-based 
chemotherapy than patients with TP53 mutations [105, 106].   
Autophagy involves cell degradation of unnecessary or dysfunctional cellular 
components through the actions of lysosomes [107].  At the molecular level, several autophagy-
related genes (Atg) regulate this process that is known to be initiated from mTOR complex1-
derived stress signals [108].  Also, intact nuclear p53 positively influences autophagy through a 
variety of ways[109].  Alternatively, autophagy can be more complex and specific involving a 
chaperone-mediated pathway [110].  Autophagy has been linked to cisplatin resistance in both 
ovarian and lung cancer cells by increasing the expression of key autophagy markers [111, 112].  
Surprisingly, mTOR inhibitors paradoxically enhanced response to cisplatin in head and neck 
carcinomas [111].  Other pathways implicating ER stress, chaperone mediated autophagy, among 
others may play a role in response and resistance to cisplatin however; the precise mechanisms 
are not yet clarified [113]. 
Modifications in cell signaling pathways or factors that regulate and execute apoptosis, 
have the potential to influence cisplatin sensitivity.  Several proteins (including death receptors, 
cytoplasmic adaptors, pro- and anti-apoptotic members of the Bcl-2 protein family, caspases, 
calpains, mitochondrial intermembrane proteins, and many others) have been shown to modulate 
the response to cisplatin and other drugs [38, 79, 114-116].  However, only some predict 
cisplatin responsiveness in the clinical setting and are undergoing clinical trials.  For example, 
conclusive clinical data on the association between the pro-apoptotic Bcl-2 family members 
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BAX and BAK and cisplatin sensitivity are missing, but elevated levels of their anti-apoptotic 
counterparts including Bcl-2, Bcl-Xl and myeloid cell leukemia sequence 1 (MCL-1) reportedly 
correlate with cisplatin resistance and tumor recurrence in multiple clinical scenarios [117-120].  
Altogether, these observations suggest that multiple factors are likely to affect the 
molecular mechanisms that underlie cisplatin resistance. 
4) Cancer stem cells 
A growing body of evidence suggests that factors involved in cell pluripotency and self-
renewal, keys characteristics of stem cells, are implicated in cancer biology [7-19].  Indeed, since 
the isolation of human embryonic stem cells (ESCs), significant interests have been generated in 
science and medicine because of their therapeutic potential [121].  The genes and signaling 
pathways that regulate the stem cell state are referred to as the “stemness” signature [122].  Self-
renewal and pluripotency is a complex process that demands the cooperation of both intrinsic 
and extrinsic pathways to maintain the state of stemness and undergo clonal expansion [123-127].  
The transcription factors Sox2, Nanog and Oct4 form the core regulatory positive feedback-loop 
that sustains the stem cells capacity for self-renewal and pluripotency.  Numerous pathways such 
as Leukemia inhibiting factor (LIF), Notch, Sonic hedgehog (Shh) and Wnt signaling have also 
been linked to tumorigenesis and stemness [128-136].  Cancer stem cells (CSCs) are thought to 
be associated with poor outcomes such as high relapse rate and resistance to standard 
chemotherapy [9-11, 137-139].  Both in human and animal models, Sox2 overexpression has 
been associated with malignant tumor formation and poor outcomes in several cancers [8, 10, 
138, 140-144].  When aberrations of these stemness regulatory pathways ensue as a consequence 
of p53 mutations, massive clonal expansion of a malignant phenotype with self-renewal potential 
becomes possible.  
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Evidence suggests the existence of human OCICs with stemness properties and enhanced 
resistance to cisplatin and paclitaxel [13].  The emergence of CSC subpopulations in a tumor 
poses a real challenge since these cells can be slow growing and not affected by standard 
chemotherapy.  Reportedly, after initial response to chemotherapy, the repopulation of the tumor 
bulk can occur, resulting progression and recurrence.  The lack of improvement of overall 
survival in EOC raises the possibility that other mechanistic pathways, not currently targeted, are 
involved in the biology of the tumor.   
5) Tumor microenvironment 
The tumor microenvironment (TME) represents the intimate stroma that surrounds the tumor 
and includes the surrounding blood vessels, and other connective tissue components such as: the 
extracellular matrix (ECM), inflammatory cells, fibroblasts, bone marrow-derived inflammatory 
cells; as well as immune cells, and signaling molecules [145, 146].  There is a dynamic 
relationship between the TME and the tumor.  The cells in the TME can affect the growth and 
evolution of malignant cells; while the tumor cells, by releasing extracellular signals, promoting 
tumor angiogenesis and induce peripheral immune tolerance.  Several TME players have been 
linked to chemoresistance as well as to the platinums.  Here, we present a non-exhaustive 
summary of original work studying this specific field. 
Periostin (POSTN) is a human protein that functions as a ligand for alpha-V/beta-3 and 
alpha-V/beta-5 integrins to support adhesion and migration of epithelial cells [147].  Its 
overexpression in the cancer microenvironment, mediated by the AKT pathway, was found to be 
correlated with poor prognosis in EOC patients and associated with platinum resistance [148].  
Also, low-affinity leukotriene B4 receptor-2 (BLT2) and its ligand, leukotriene B4, were highly 
upregulated in cisplatin-resistant SKOV-3 ovarian cancer cells and played critical roles in 
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mediating the chemoresistance through the activation of signal transducer and activator of 
transcription-3 (STAT-3) and the subsequent up-regulation of interleukin-6 (IL-6) [149].  
Fibroblast activation protein alpha (FAP) is overexpressed by fibroblasts present in the 
microenvironment of many tumors. FAP expression in EOC cells was found to be associated 
with poorer clinical outcomes.  It was suggested that anti-FAP therapy could be a highly 
effective novel treatment for EOC, especially in cisplatin-resistant cases [150].  
Tumors can produce exosomes that stimulate inflammation via myeloid-derived 
suppressor cells (MDSCs) [151].  This group of cells include tumor associated macrophages 
(TAMs), mainly of the M2 phenotype, which is known to actively promote tumor growth [152]. 
Evidence suggests that resistance to chemotherapy is associated with increased levels of IL-6 and 
prostaglandin E2 (PGE (2)), two inflammatory mediators known to skew differentiation of 
monocytes to M2 macrophages.  Treatment with cyclooxygenase-inhibitor and/or monoclonal 
antibody against interleukin-6 receptor (IL-6R) prevented M2-differentiation [153].   
The COL6A3 gene encodes the alpha-3 chain of collagen type VI.  It is responsible for 
microfibril formation and extracellular matrix communication [154, 155].  Differential gene 
expression profiling identified COL6A3 as one of the most highly upregulated genes in cisplatin-
resistant ovarian cancer cells compared to their cisplatin-sensitive counterparts [156].  The 
authors suggest that tumor cells may directly remodel their microenvironment to increase their 
survival in the presence of chemotherapeutic drugs [156].  
Ultimately, we have recently demonstrated that angiogenesis was impaired in 
chemoresistant EOC cells, and suggested that the lack of drug delivery to the tumor site as a 
potential mechanism for the emergence of the chemoresistant phenotype [157].  Although the 
contribution of the TME in the establishment of chemoresistance in several tumors has been 
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suggested, however, conclusive evidence supporting the associations between cisplatin-resistant 
ovarian cancer and the various components of the TME is still lacking.  
6) Oxidative stress 
Clinical, epidemiological and basic science investigations have provided evidence 
supporting the role of ROS and RNS in the etiology of cancer [58, 158-164].  Oxidative stress is 
defined as an imbalance between the production of oxidants and the biological system’s inability 
to eliminate these oxidants by antioxidants [165]. 
Oxidative stress and ovarian cancer 
Oxidative stress has been implicated in the pathogenesis of several malignancies including 
ovarian cancer [166, 167].  Moreover, there is evidence that ovarian cancer patients also have 
decreased levels of circulating antioxidants [167].  Reactive species (both ROS and RNS) 
including superoxide (O2●−), hydroxyl radical (HO●), hydrogen peroxide (H2O2), peroxynitrite 
(ONOO−), nitric oxide (NO) and, hypohalous acids are free radical molecules that are highly 
destructive to cellular functions [168, 169].  Various enzyme systems produce ROS including the 
mitochondrial electron transport chain, cytochrome P450, lipoxygenase, cyclooxygenase, the 
NAD(P)H oxidase complex, xanthine oxidase (XO), and peroxisomes [170, 171].  Mitochondrial 
O2 metabolism is the dominant source of O2●− that results from incomplete coupling of electrons 
and H+ with O2 in the electron transport chain.  Under normal conditions, ROS and RNS are 
maintained within narrow parameters by scavenging systems, as would be expected where those 
enzymes are involved in cell signaling, while ROS/RNS formed after exposure to oxidative 
stress can activate signaling molecules [159, 170-177].  The redox balance is maintained by 
various enzyme systems that neutralize toxic reactive oxygen and nitrogen species.  Superoxide 
dismutases (SOD) catalyze the conversion of O2●– to H2O2, which then can be converted to water 
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by catalase (CAT) or glutathione peroxidase (GPx) coupled with glutathione reductase (GSR) 
[178].  Other important scavengers include thioredoxin coupled with thioredoxin reductase, and 
glutaredoxin, which utilizes GSH as a substrate.  Additionally, glutathione S transferase (GSTs) 
are involved in detoxification of varieties of environmental carcinogens and xenobiotics by 
catalyzing their conjugation to GSH, and subsequent removal from the cell [179].  Glutathione 
plays a central role in maintaining redox homeostasis, and the GSH-to-oxidized-GSH ratio 
provides an estimate of cellular redox buffering capacity [170, 180].  Moreover, evidence 
suggests that increase in oxidative stress mediated by the GSH/GSSG complex results in 
enhanced activity of GS-X-MRP1 efflux pump.  This pump is known to decrease the 
intracellular effective drug concentration, therefore is considered one of the mechanisms of 
multiple drug resistance including platinum compounds [181-184].   
Cancer cells are known to be under intrinsic oxidative stress resulting in increased DNA 
mutations or damage, genome instability, and cellular proliferation [46, 178, 185-187].  The 
persistent generation of cellular ROS is a consequence of many factors including exposure to 
carcinogens, infection, inflammation, environmental toxicants, nutrients, and mitochondrial 
respiration [188-191].  Nitration of tyrosine residues to 3-nitrotyrosine, a hallmark of 
inflammation as well as a footprint of many types of oxidative injury, may play a role in the 
pathogenesis of human ovarian cancers [192].  Specifically, an increased expression of pro-
oxidant enzymes such as inducible nitric oxide synthase (iNOS), myeloperoxidase (MPO), 
NAD(P)H oxidase, as well as an increase in NO as indicated by increased nitrate/nitrite 
(NO3−/NO2−) has been shown in EOC tissues and cells [193-195].  Also, EOC cells manifested 
lower apoptosis, which was markedly induced by inhibiting iNOS by L-NAME, indicating a 
strong link between apoptosis and NO/iNOS pathways in these cells [194].  Myeloperoxidase 
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utilizes NO, produced by iNOS, as a one-electron substrate generating NO+, a labile nitrosating 
species that is rapidly hydrolyzed forming NO2− as an end product [196-199].  The ability of 
MPO to generate NO+, from NO, led us to believe that not only does MPO play a role in S-
nitrosylation of caspase-3, thus inhibiting caspases-3 activity, which is indicative of lower 
apoptosis in EOC cells, but also highlights a possible cross-talk between iNOS and MPO [193].  
Myeloperoxidase, an abundant hemoprotein previously believed to be present solely in 
neutrophils and monocytes, plays an essential role in immune surveillance and host defense 
mechanisms, and can contribute to 3-nitrotyrosine formations in vivo and directly modulate 
inflammatory responses via regulation of NO bioavailability during inflammation [192, 200].  
Silencing MPO gene expression utilizing MPO specific siRNA induced apoptosis in EOC cells 
through a mechanism that involved S-nitrosylation of caspase-3 by MPO [193].  Additionally, 
we have compelling evidence that leads us to believe that MPO may serve as a source of free 
iron under oxidative stress, where both NO and O2●– are elevated [201].  Iron reacts with H2O2 
and catalyzes the generation of highly reactive HO●, thereby increasing oxidative stress, which in 
turn increases free iron concentrations by the Fenton and Haber–Weiss reaction [202].  
Collectively, we now have substantial evidence to believe that altered oxidative stress 
may play a role in maintaining the oncogenic phenotype of EOC cells.  In addition, 
epidemiologic studies have demonstrated the role of family history as an important risk factor for 
ovarian cancer [203].  Mutations in BRCA genes are currently utilized to evaluate risk for breast 
and ovarian cancer, however, are not ideal because the mutations are so rare (1 out of 500 
individuals), thus, the overall impact on mortality is small [204].  Additionally, the burden of 
cancer is being correlated with common, weakly penetrant alleles that are often classified as 
sporadic (i.e. without a heritable basis) [204].  Non-synonymous single nucleotide 
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polymorphisms (SNPs) substitute encoded amino acids in proteins, and are more likely to alter 
the structure, function, and interaction of the protein [205].  Therefore SNPs are good candidates 
as disease-modifiers and have been associated with an altered cancer risk [205].  
We have recently characterized EOC tissues and cells to manifest a persistent pro-oxidant 
state with the upregulation of several key oxidant enzymes including: myeloperoxidase (MPO), 
inducible nitric oxide synthase (iNOS), and nicotinamide adenine dinucleotide phosphate 
(NAD(P)H) oxidase with concurrent decrease in apoptosis compared to normal human ovarian 
tissues and cells.  More importantly, shutting down the expression of one or more of these key 
oxidant enzymes reduced the pro-oxidant state, and significantly induced apoptosis.  Single-
nucleotide polymorphisms (SNPs) are point mutations that are selectively maintained in 
populations and are distributed throughout the human genome at an estimated overall frequency 
of at least one in every 1000 base pairs.  Several SNPs in key oxidants and antioxidants enzymes 
have been associated with various cancers including ovarian.  Therefore, we are proposing the 
following hypothesis: cisplatin treatment induces mutations in key oxidant and antioxidant 
enzymes resulting in further enhancement of oxidative stress and the acquisition of resistance in 
EOC cells.  To test this hypothesis, we are proposing then following specific aims: 
Specific Aim 1: To determine the association of specific single nucleotide polymorphisms 
(SNPs) in key oxidant and antioxidant enzymes with EOC risk and survival in patients.   
The rationale of this aim is based on the fact that oxidative stress is strongly associated 
with several cancers, including ovarian.  Known specific SNPs in oxidant and antioxidant genes 
may alter their expression profile and enzymatic functions.  These SNPs have been reported to be 
associated not only with cancer risks, but also patient response to treatment and survival.  The 
hypothesis of this aim is that specific SNPs in key oxidant and antioxidant enzymes are 
associated with overall patient survival.  To achieve this aim, we will perform a case-control 
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study using stored blood samples of research participants from the Karmanos Cancer Center. 
Individuals (n=143) recruited were divided into controls (n=94),) and ovarian cancer cases 
(n=49).  Samples will undergo DNA extraction followed by TaqMan® SNP genotype analysis 
for rs4880 manganese superoxide dismutase (MnSOD), rs4673 (NAD(P)H oxidase (CYBA), 
rs3448 glutathione peroxidase (GPX1), rs2297518 inducible nitric oxide synthase (iNOS), 
rs1002149 glutathione reductase (GSR), and rs1001179 catalase (CAT).  We will perform a 
multivariate analysis for identification of confounding variables and potential predictors of risk.  
Additionally, to study the impact of the SNPs on overall survival, Cox regression and Kaplan-
Meier survival analyses will be used.   
Specific Aim 2: To determine the association of key oxidant and antioxidant enzymes as 
well as specific SNPs in these enzymes with the development of cisplatin resistance in EOC 
cells.   
The rationale of this aim is based on previous findings showing an association between 
the altered redox enzymes and EOC, in both patients and human cell lines.  The hypothesis of 
this aim is that the acquisition of resistance to cisplatin in EOC cells is associated with enhanced 
pro-oxidant profile, as well as specific SNPs in key oxidant and antioxidant enzymes.  To achieve 
this aim, we will utilize two human EOC cell lines, MDAH-2774 and SKOV-3 and their 
cisplatin resistant counterparts.  We will perform TaqMan PCR genotyping, real-time RT-PCR, 
ELISA, and Griess assay to study the expression profile of the following genes: CYBA/NOX4, 
iNOS, CAT, SOD3, GSR and GPX1.  To analyze the difference in the expression profiles of these 
genes for sensitive compared to resistant cells, we will use a Student’s t-test.   
Specific Aim 3: To determine whether specific SNP(s) in key oxidant and antioxidant 
enzymes cause the acquisition of cisplatin resistance in EOC cells.   
The rationale of this aim is based on the established fact that cisplatin treatment causes 
DNA damage, and the observation that specific SNPs in the redox enzymes were found to be 
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associated with poor survival in patients.  The hypothesis of this aim is: specific SNPs in key 
oxidant and antioxidant enzymes cause cisplatin resistance.  To achieve this aim, we will utilize 
the CRISPR/Cas9 system to generate point mutations in sensitive EOC cells corresponding to the 
SNP genotype of the chemoresistant MDAH-2774 and SKOV-3 EOC cells.  The cells will then 
be tested for cisplatin resistance using the MTT viability assay using the IC50 method.  Results 




CHAPTER 2: GENERAL METHODS 
Cell Culture 
This is a well-established technique in our laboratory [193].  Human EOC cell lines, 
MDAH-2774 (CRL-10303) and SKOV-3 (HTB-77), were obtained from American Type Culture 
Collection (ATCC, Manassas, VA).  The MDAH-2774 cell line was developed from ascitic fluid 
cells from a patient with adenocarcinoma in 1972, and forms tumors in nude mice [206].  SKOV-
3 cells were developed from ascitic fluid of a 64-year-old Caucasian female.  Cell lines are 
cultured in McCoy’s 5A medium (Invitrogen, Carlsbad, CA) supplemented with 100 U/mL 
penicillin and 100 µg/mL streptomycin and 10% heat-inactivated fetal bovine serum (FBS) at 
37°C in 5% CO2. 
Two parent human EOC cell lines (SKOV-3 and MDAH-2774) were utilized in 
developing cells resistant to cisplatin.  Cells were exposed to a stepwise increase in cisplatin 
(Sigma Aldrich, St Louis, MO) over the course of a year, with final cisplatin IC50 concentrations 
of 1.87 μM and 3.31 μM for SKOV-3 and 1.70 μM and 6.34 μM for MADH-2774, sensitive and 
resistant respectively.  The Trypan Blue Dye Exclusion Method was used to confirm resistance 
as follows: once the desired level of resistance was achieved, a 2-week incubation period without 
cisplatin and subsequent reintroduction of cisplatin was performed. Resistance was confirmed 
with the Vybrant® MTT Cell Proliferation Assay Kit (Life Technologies, Carlsbad, CA), 
according to the manufacturers protocol.  The IC50, concentration of the drug at which 50% of 
the cells are alive, was determined using regression analysis of the MTT dose-response cell 
proliferation assay. 
Protein Extraction 
Cell lysates were prepared utilizing cell lysis buffer (Cell Signaling Technology, Danvers, 
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MA) supplemented with Protease Arrest (G-Biosciences, St. Louis, MO).  Total protein 
concentration of cell lysates was measured with the Pierce BCA Protein Assay Kit (Thermo 
Scientific, Rockford, IL) per the manufacturer’s protocol.   
Purification of DNA and the TaqMan SNP Genotyping Assay for SNPs   
DNA, from blood samples or cells, was isolated by the Applied Genomics Technology 
Center (AGTC, Detroit, MI).  DNA was extracted with QIAamp DNA mini kit per the 
manufacturer’s protocol (Qiagen, Valencia, CA) [207].  The TaqMan® SNP Genotyping Assay 
Sets (Applied Biosystems, Carlsbad, CA) (NCBI dbSNP genome build 37, MAF source 1000 
genomes) were used to genotype selected SNPs described in Table 1.  The AGTC performed this 
assay and analysis was done utilizing the QuantStudio™ 12K Flex Real-Time PCR System 
(Applied Biosystems). 
Table 1: Characteristics of single nucleotide polymorphisms examined for genotyping. 
Gene (RS) SNP NCBI MAF Chromosomal location 
Known AA 
Switch Effect on activity 
CAT (rs1001179) C-262T 0.123 11p13 Unknown Decrease 
CYBA (rs4673) C242T 0.303 16q24.3 Tyr to His Decrease 
GPX1 (rs3448) C-1040T 0.176 3p21.31 Unknown Unknown 
GSR (rs1002149) G201T 0.191 8p12 Unknown Unknown 
SOD2 (rs4880) T47C 0.371 6q25.3 Val to Al Decrease 
MPO (rs2243828) T-764C 0.23 17q22 Unknown Decrease 
NOS2 (rs2297518) C2087T 0.173 17q11.2 Ser to Leu Increase 
AA; amino acid, Ala; alanine, CAT; catalase, CYBA; NAD(P)H oxidase subunit (NOX4), GSR; glutathione 
reductase, GPX; glutathione peroxidase, His; histidine, Leu; leucine, MAF; minor allele frequency, SOD2; 
manganese superoxide dismutase, MPO; myeloperoxidase, NCBI; National Center for Biotechnology Information, 
NOS2; nitric oxide synthase, Ser; serine, SNP; single nucleotide polymorphism, Tyr; tyrosine, Val; valine. 
ELISAs  
Unless otherwise stated, all assays were performed utilizing cell lysate according to the 
manufacturer’s protocols.  
The Superoxide Dismutase Assay Kit (Cayman Chemical, Ann Arbor, MI) detects SOD 
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activity by measuring the dismutation of O2●− generated by XO and hypoxanthine.  The standard 
curve generated using this enzyme provides a means to accurately quantify the activity of all 
three types of SOD (Cu/Zn-, Mn-, and Fe-SOD).  One unit of SOD, detected at 460 nm, is 
defined as the amount of enzyme needed to exhibit 50% dismutation of O2●−.   
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CHAPTER 3: RISK AND SURVIVAL ASSOCIATIONS BETWEEN SPECIFIC SNPS IN 
OXIDANT AND ANTIOXIDANT ENZYMES AND PATIENTS WITH EPITHELIAL 
OVARIAN CANCER 
(This chapter contains previously published material [208]. See Appendix B) 
Abstract  
We sought to evaluate the association of SNPs in key oxidant and antioxidant enzymes 
with increased risk and survival in patients with EOC.  The rationale for this part of the study is 
based on the fact that oxidative stress is strongly associated with several cancers, including 
ovarian.  Known specific SNPs in oxidant and antioxidant genes may alter their expression 
profile and enzymatic functions.  These SNPs have been reported to be associated not only with 
cancer risks, but also patient response to treatment and survival.  The hypothesis is that specific 
SNPs in key oxidant and antioxidant enzymes are associated with a pro-oxidant profile, ovarian 
cancer risk and overall patient survival.  We performed a case-control study using stored blood 
samples of research participants from the Karmanos Cancer Center. Individuals (n=143) 
recruited were divided into controls (n=94) and ovarian cancer cases (n=49).  Samples were 
subjected to DNA extraction followed by TaqMan® SNP genotype analysis for rs4880 SOD2, 
rs4673 CYBA, rs2333227 MPO, rs3448 GPX1, rs2297518 iNOS, rs1002149 GSR, and rs1001179 
CAT.  We have performed a multivariate analysis for identification of confounding variables and 
potential predictors of risk.  Additionally, to study the impact of the SNPs on overall survival, 
Cox regression and Kaplan-Meier survival analyses were done. 
Introduction 
Epidemiologic studies have clearly established the role of family history as an important 
risk factor for both breast and ovarian cancers [203].  Mutations in BRCA are currently utilized to 
evaluate risk for breast and ovarian cancer. They are not ideal because the mutations are so rare 
(1 out of 500 individuals), thus, the overall impact on mortality rate is small [204].  Genomic 
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variations between individuals have been increasingly used in the practice of medicine [209-213].  
A SNP occurs because of point mutations that are selectively maintained in populations and are 
distributed throughout the human genome at an estimated overall frequency of at least one in 
every 1000 base pairs [214].  Non-synonymous SNPs substitute encoded amino acids in proteins, 
and are more likely to alter the structure, function, and interaction of the protein [215].  Recent 
evidence demonstrates an association between enzymatic activity altering SNPs in oxidative 
DNA repair genes and antioxidant genes with human cancer susceptibility [216].  Additionally, a 
pro-oxidant state has been implicated in the pathogenesis of several malignancies, including 
ovarian cancer [166, 195].  The current study is based on the fact that certain SNPs present in 
key oxidants and antioxidants enzymes result in altered enzymatic activity as well as our 
previously published work delineating the role of oxidative stress in ovarian cancer.  Recently, a 
SNP in MPO (rs2333227), which confers a decreased MPO activity, has been associated with 
early stage ovarian cancer such that those with the G allele are at an increased risk for ovarian 
cancer [217-219].  Additionally, a SNP in SOD2 has also been associated with increased risk for 
ovarian cancer [219].  Increased enzyme activity is also associated with a SNP in iNOS (NOS2, 
rs2297518) [220].  An increase in NAD(P)H oxidase activity has been associated with a specific 
SNP in the CYBA gene (rs4673) and is also associated with an increased risk for other diseases 
where oxidative stress plays a critical role in their pathophysiology, including cardiovascular 
disease, asthma, and diabetic nephropathy [221-223]. A SNP in CAT (rs1001179) and MnSOD 
(SOD2, rs4880), also result in a decreased enzyme level of CAT and activity of SOD [224-226].  
We have selected several SNPs in key oxidant and antioxidant enzymes based on their effect on 
function or association with cancer. 
This chapter summarizes our efforts to determine whether specific SNPs in key oxidant 
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and antioxidant enzymes are associated with the increased risk as well as overall survival of 
ovarian cancer patients. 
Methods 
Human Subjects 
Specimens were collected according to the Wayne State University Human Subject 
Committee (IRB) protocol number 1102009344, IRB# 024199MP2F(5R), expiration date 
01/11/13.  
Women and Minorities 
This study includes samples from women as it is assessing a gender specific disorder of 
which many are minorities commensurate with the clinical population which is 82% African-
American’s in the city of Detroit, where Wayne State University and the Karmanos Cancer 
Center are located. 
Study design 
We performed a case-control study comparing female subjects with and without EOC and 
determined whether there is an association with several selected SNPs in established redox genes.  
Eligible women were 19 to 80 years of age and were previously recruited through the Karmanos 
Cancer Institute’s Genetic Registry (KCIGR), Detroit, MI.  Research activities and method of 
consent were conducted with the approval of Wayne State University Institutional Review Board 
(IRB#024199MP2F(5R)).  Informed written consent forms were utilized and permission was 
granted for the collection of blood samples and for access to medical records for all subjects. 
Patient Population 
Recruited individuals (n=143) were divided into controls (94), which include: healthy 
volunteers (n=18), high-risk BRCA1/2 negative (n=53), high-risk BRCA1/2 positive (n=23) and 
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ovarian cancer cases (n=49).  Controls were selected primarily from research subjects, 
considered high-risk for breast and ovarian cancers, without ovarian cancer that underwent 
genetic screening for BRCA1/2 carrier status.  Of note, the criteria used for screening included 
personal history of breast and ovarian cancers, family histories of breast and ovarian cancers, and 
BRCA1/2 mutations.  Additionally, healthy volunteers were also recruited as controls from the 
metropolitan Detroit area with no such histories.  Cases were selected based on histopathology-
confirmed primary diagnosis of EOC.  All participants, except healthy volunteers, had previously 
undergone BRCA1/2 testing and the results were made available to us.   
Samples used for this study were collected from participants recruited between 1999 and 
2012.  DNA samples were utilized to determine the presence of polymorphisms in the genes 
described in Table 1.  The SNPs were chosen based on previously reported associations with 
several cancers [227-235].  Of the 143 subjects, 49 (34.3%) had a primary diagnosis of ovarian 
cancer while 94 (65.7%) without cancer served as controls.  For the ovarian cancer cohort: 13 
(26.5%) were BRCA1/2 positive as compared to 34 (69.4%) BRCA1/2 negative; 2 (4.1%) cases 
were missing.  The data is normally distributed with the age of enrollment ranged from 18 to 90 
with a mean of 52 ± 15 and a median age of 52.  The age at diagnosis ranged from 23 to 77, with 
a mean of 52 ± 11 and a median age of 52.  The racial distribution was 88.8% (Caucasian), 8.4% 
(African-American) and 2.8% (Other).  Personal and family histories of breast cancer, ovarian 
cancer, other cancers, and BRCA1/2 were quantified.  The frequencies of the presence of the SNP 
(heterozygous plus homozygous mutant) compared to homozygous wild type were determined 
for each gene studied. 
Purification of DNA and the TaqMan SNP Genotyping Assay for SNPs   
DNA, from blood samples, was isolated by the Applied Genomics Technology Center 
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(AGTC, Detroit, MI) and TaqMan was performed as described in General Methods. 
Statistical analysis 
Data were analyzed using SPSS (IBM, Armonk, New York) for Mac V.22. The following 
tests were conducted: descriptive statistics, multivariate analysis, Cox regression and Kaplan-
Meier survival analyses. The variables selected for the analyses include genotypes, age at 
diagnosis, and age at enrolment, personal and family histories of breast, ovarian, and BRCA1/2 
mutations, in addition to other malignancies.  Using the median age at diagnosis/enrolment as a 
cut point, we dichotomized the “age at diagnosis” variable.  The “race” variable was categorized 
as: Caucasian, African-American or Other.  We consolidated the following tumor and clinical 
variables into binary categorical schemes: International Federation of Gynecology and Obstetrics 
(FIGO) stages into early (IIA-IIIB) and advanced (IIIC-IV); FIGO grades (G1/2) and (G3); 
histology (serous and other).  For all the genes studied, the “genotype” variable was 
dichotomized using the following scheme: homozygous wild type versus homozygous mutant 
plus heterozygous mutant.  To compare cases to controls on the selected demographic, clinical, 
and genotypic characteristics, we performed Pearson Chi-square analysis.  The recurrence rate 
was determined as the percentage of patients that have gone into remission, but the disease has 
returned months or years later, based on physical examination, radiological studies and serum 
CA-125 levels. 
Cox regression and Kaplan-Meier analyses of variables as a predictor of overall survival 
To study the impact of the SNPs on overall survival, Cox regression analyses were 
performed using the above-listed variables and classification schemes, using the likelihood ratio 
forward stepwise method.  Several method simulations were performed such as: forced entry 
(ENTER), forward LR (likelihood ratio), etc.  The forward LR was chosen for the final analysis.  
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This method is a stringent model that selects the strongest predictors of the outcome to be 
included in the final model.  All patients received the standard of care after tumor board 
discussion.  Details on treatment characteristics were not available.  Additionally, Kaplan-Meier 
survival curves were generated for the variables selected by the model.  Statistical significance 
was established at P-value less than 0.05 for all analyses. 
Results  
We performed side-by-side comparison between ovarian cancer cases and controls using 
Pearson chi-square analysis.  Racial distribution was statistically similar between the groups 
(P>0.05).  As expected, “personal or family history of ovarian cancer”, “personal or family 
history of other cancers” and “advanced age” were significantly different between the groups and  
 
 Controls % Ovarian Cancer % P-value (Pearson Chi-square, 2-tailed) 
Age at enrolment (n=125) 
< median 
> median 









































































are known ovarian cancer risk factors (p < 0.05, Table 2).  Comparative analyses for MnSOD, 
*P < 0.05, 0.05, CAT; catalase, CYBA; NAD(P)H oxidase subunit (NOX4), GPX; glutathione peroxidase, GSR;
glutathione reductase, MnSOD; manganese superoxide dismutase, MPO; myeloperoxidase, NOS2; inducible nitric
oxide synthase. 
Table 2. Comparison of cases and controls based on demographic, personal or family history 
of cancer, and genotypic characteristics. 
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rs4880, CYBA, rs4673, GPX1, rs3448, NOS2, rs2297518, MPO, rs2243828, GSR, rs1002149, 
and CAT, rs1001179 did not find a significant difference between the cases and controls (Table 
2).  Out of the 49 ovarian cancer cases, 38 (77.5%) were further analyzed by the Cox regression 
method, and 11 (22.5%) were dropped due to missing data.  The majority of the cases were 
serous histology, advanced stage, and high-grade tumors (Table 3).  The recurrence rate was 
found to be 60.5%. 
Table 3. Stage, grade and pathologic characteristics of the cancer cases. 
Tumor characteristics Number (%) 
Stage (n=38) 
   IA-IIIB 
   IIIC-IV 






   G1/2 
   G3 






   Serous 
   Clear cell 
   Endometrioid 






The CAT SNP is a predictor of shorter survival  
At the time of these analyses, there were 26 deaths (18.2%) and 117 (81.8%) subjects 
alive.  Among the SNPs examined, only CAT (rs1001179) was identified as a predictor of shorter 
survival by the Cox regression model with a hazard ratio (HR) of 3.68 (95% CI: 1.149-11.836, 
p=0.028) (Table 4).  As expected, “age at diagnosis” greater than the median (52) was found to 
be a significant predictor of death with an HR of 2.78 (95% CI: 1.022-7.578, p=0.045) (Table 
4A).  The variables selected for the analyses, but rejected by the model are listed in Table 4B. 
Table 4A. Cox regression forward likelihood ratio (LR). 
Variables in the Equation 
 
Significance HR 
95% CI for HR 
Lower Upper 
Age at Diagnosis > Median .045* 2.782* 1.022 7.578 




Table 4B. Variables analyzed by cox regression but rejected by the model. 
Variables not in the Equation 
 Score Significance 
Race (Caucasian) .580 .446 
Stage (III-IV) .708 .400 
Grade (high) .708 .400 
GSR (CT+TT) .411 .522 
GPX1 (CT+TT) .000 .988 
MnSOD (CT+TT) 1.020 .312 
NOS2 (CT+TT) 2.084 .149 
CYBA (CT+TT) 1.229 .268 
MPO (CT+TT) .178 .673 
Histology (serous) 1.016 .314 
Kaplan-Meier (K-M) survival analysis factored by CAT genotype, which used 84.6% of 
the deaths, demonstrated a statistically significant median overall survival difference (108 [95% 
CI: 79-137] versus 60 [95% CI: 40-80] months, P<0.05) and a mean overall survival difference 
(182 [95% CI: 75.5-288] versus 47 months [95% CI: 31-60], P<0.05) for subjects with the 
normal genotype as compared to the CAT SNP genotype (Figure 2). 
 
Discussion 
A large body of evidence suggests that ovarian cancer patients have decreased levels of 
circulating antioxidants and higher levels of oxidative stress [23, 166, 167, 178, 193, 195, 236].  























 CC = Normal 
CT+TT = SNP 
Log Rank (Mantel-Cox) p-value = .004, Chi-Square = 8.32 Figure 2. Kaplan-Meier overall
survival curves for ovarian cancer
patients utilizing a specific catalase
SNP. The solid curve represents cases
with (CC) homozygous wild-type
genotype as compared to the dashed
curve, which represents cases with
homozygous mutant plus
heterozygous mutant (CT+TT)
genotypes. The X-axis represents
patient survival in months; the Y-axis
represents cumulative survival
percentage. Chi-square P-value < 0.05
is considered statistically significant. 
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expression of key pro-oxidant enzymes such as iNOS, NAD(P)H oxidase, and MPO [193-195].  
Interestingly, the expression of MPO in EOC cells and tissues came as a surprise as it is an 
oxidant-generating enzyme typically found in cells of myeloid origin [217].  We have also 
determined that MPO can produce the nitrosonium cation (NO+) utilizing NO produced by iNOS.  
This is important because NO+ causes s-nitrosylation of caspase-3, and inhibition of its activity, 
resulting in a decrease in apoptosis [193].  This mechanism further explains the observation that 
EOC cells manifest significantly decreased apoptosis and increased survival [193, 194, 197, 198].  
Interestingly, the evaluation of mutations in the various redox enzymes in the form of SNPs is an 
active area of scientific research [237-245].  Genetic polymorphisms are known to be associated 
with cancer susceptibility and can be determined by studying functional polymorphisms in genes 
that control the levels of cellular reactive oxygen species and oxidative damage, including SNPs 
for genes involved in carcinogen metabolism (detoxification and/or activation), antioxidants, and 
DNA repair pathways [246].  For example, germline mutations in BRCA1 or BRCA2 are 
associated with ovarian cancer at a rate of only 20-40%, suggesting the presence of other 
unidentified mutations in other genes as an etiology [215, 247, 248].  Additional genetic 
variations, many of which have been identified in recent genome-wide association studies 
(GWAS), have been hypothesized to act as low to moderate penetrant alleles, which contribute to 
ovarian cancer risk, as well as other diseases [215, 249].  In support of this, recent studies have 
also associated genetic polymorphisms in genes involved in suppression of tumorigenicity as 
well as those involved in cell cycle with ovarian cancer [250, 251]. 
For this study, we sought to evaluate the association of specific SNPs in key oxidant and 
antioxidant enzymes with increased risk and overall survival of ovarian cancer.  The analysis of 
the patient population revealed that the average age at diagnosis and racial distribution of those 
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diagnosed with ovarian cancer were consistent with known risk factors for ovarian cancer, 
specifically, women of North American decent and those over 50 years old.  Currently we 
demonstrated that there is no association between the selected SNPs and risk of developing 
ovarian cancer (Table 2).  It is important to emphasize the fact that although the selected SNPs 
for this study were not found to be associated with ovarian cancer risk, additional change of 
function SNPs for these enzymes exist and should be explored further. Of the SNPs studied when 
examining survival, we found the CAT SNP (rs1001179) to be a significant predictor of death 
when present in ovarian cancer patients as illustrated by the Cox regression and K-M survival 
analyses (Table 4A and Figure 2).  Specifically, ovarian cancer patients with the CAT SNP died 
significantly sooner than those without it (Figure 2).  The CAT SNP (rs1001179) is found in the 
promoter region of the CAT gene, substituting allele C with T at position -262 in the 5’ region of 
chromosome 11 and is correlated with decreased enzyme activity level [224].  Catalase is a very 
important and ubiquitous enzyme involved in the degradation of two molecules of H2O2 to water 
and oxygen.  The current findings are consistent with several other studies, which linked this 
specific SNP with risk, response to adjuvant treatment and survival of cancer patients [227, 228, 
233, 252].  Specifically, low serum CAT levels were associated with adverse prognosis for 
ovarian cancer [230].  Our data provides a possible explanation for low serum CAT levels, which 
may be a result of a CAT SNP that lowers enzymatic activity.  Moreover, mechanistic studies 
have identified H2O2, a result of oxidative stress, enhance angiogenesis and tumor invasiveness 
through several pathways including: hypoxia inducible factor 1-alpha, p38 MAPK and snail [253, 
254].  It appears that the final common pathway culminates to epidermal growth factor (EGF)-
induced down-regulation of epithelial cadherin expression that can be inhibited by exogenous 
CAT [253].  Epithelial-cadherin is a cell-cell adhesion glycoprotein encoded by the CDH1 gene 
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in humans, which has been characterized as a tumor suppressor [255, 256].  Its loss of function is 
correlated with several solid tumors including ovarian and thought to contribute to tumor 
progression and metastasis [257]. 
It is important to emphasize that the lack of association between the selected SNPs in this 
study with ovarian cancer risk does not definitively answer this important question because 
additional change-of-function SNPs for these enzymes exist and should be explored further.  
Recent genetic studies have linked MPO to lung and ovarian cancers by demonstrating a striking 
correlation between the relative risk for development of the disease and the incidence of 
functionally distinct MPO polymorphisms [258].  In breast cancer, the presence of the CAT SNP 
(rs1001179), was shown to confer increased risk [233].  We have selected numerous additional 
SNPs based on their effect on enzyme activities or association with cancer.  Several SNPs in 
NOS2 have been associated with gastric, esophageal, skin and urogenital cancers [229, 231].  
Also, SNPs in MnSOD, GPX1, GPX4, CAT were found to be associated with prostate cancer 
[233].   
Other studies have found a SNP in SOD2 (rs4880) and a SNP in MPO (rs2333227) to be 
associated with increased risk for ovarian cancer [217].  The MPO SNP we have analyzed in this 
study is in 100% concordance with SNP rs2333227 [259].  Thus, in addition to examining other 
changes of functional SNPs, increasing the size of our cohort may be sufficient to reach 
statistical significance in several of the SNPs chosen for this study.  The strength of our study 
includes the comprehensive nature of redox genes studied and the translational aspect of our 
approach by assessing simultaneously clinical and genotypic characteristics of the population.  
We believe the fact that our control cohort is heterogeneous represents strength, because it 
includes patients considered at high risk for BRCA1/2 mutation and those without any 
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established risk factors for ovarian cancer, reflecting the baseline risk group (general population).  
Interestingly, patients who tested negative for BRCA1/2 mutations, as well as, those with family 
history of BRCA1/2 mutations but also tested negative for BRCA1/2 should be considered at a 
higher risk profile than the general population.  More importantly, to our knowledge, we are the 
first to report an association between the presence of this specific CAT SNP and ovarian cancer 
survival.  The study has several limitations such as small sample size, the retrospective nature 
inherent to case-control studies, and the geographic restriction of the population.  In our patient 
population, the recurrence rate was found to be 60.5%; however, the exact date of recurrence was 
not established making the computation of progression-free survival (PFS) impossible.  We 
acknowledge that the determination of PFS would have strengthened our findings as PFS has 
often been used as a primary endpoint or a surrogate to overall survival in clinical trials [260-
265]. 
It is now evident that oxidative stress plays a major role in the pathogenesis of cancer 
including ovarian.  The exact mechanisms remain to be clarified.  In this preliminary study we 
were able to show that a specific CAT SNP is associated with poor survival in ovarian cancer 
patients.  Further studies examining other SNPs in key oxidants and antioxidant enzymes with 
higher number of patients will be needed to establish this link. SNPs in these enzymes may serve 
as potential markers for ovarian cancer, which are urgently needed.  Our study indicates a strong 




CHAPTER 4: ASSOCIATION BETWEEN KEY OXIDANT AND ANTIOXIDANT 
ENZYMES AS WELL AS SPECIFIC SNPS IN THESE ENZYMES WITH THE 
DEVELOPMENT OF CISPLATIN RESISTANCE IN EPITHELIAL OVARIAN 
CANCER CELLS 
(This chapter contains previously published material [266]. See Appendix C) 
Abstract 
In this chapter, we will describe the association of key oxidant and antioxidant enzymes 
as well as specific SNPs in these enzymes with the development of cisplatin resistance in EOC 
cells.  The foundation of this study is based on previous findings showing an association between 
the redox enzymes and EOC in both patients and human cell lines; also the conclusion of the 
previous chapter showing an association between key SNPs in the redox enzymes with decreased 
overall survival.  We hypothesize that the acquisition of resistance to cisplatin in EOC cells is 
associated with a pro-oxidant profile, as well as specific SNPs in key oxidant and antioxidant 
enzymes.  To achieve this, we have utilized two human ovarian cancer cell lines, MDAH-2774 
and SKOV-3.  For both cell lines, we utilized cisplatin sensitive and cisplatin resistant cells.  
DNA was extracted from cells for TaqMan PCR genotyping, RNA was extracted for gene 
expression using real-time RT-PCR, protein was utilized for enzymatic activity using ELISA, 
and media for NO2−/NO3− levels as a surrogate of iNOS activity using the Griess assay.  We have 
studied the expression profile of the following genes: CYBA, NOS2, CAT, SOD2, GSR and GPX1.  
To analyze the difference in the expression profiles of these genes for sensitive compared to 
resistant cells, we have used a Student’s t-test for gene expression, protein activity, and 
nitrite/nitrate levels. 
Introduction 
Oxidative stress is critical for tumorigenesis of EOC and may be linked to cisplatin 
resistance.  Specifically, an increased expression of pro-oxidant enzymes such as iNOS, MPO, 
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NAD(P)H oxidase, as well as an increase in NO as indicated by increased nitrate/nitrite has been 
shown in EOC cells [193-195].  Also, EOC cells manifested lower apoptosis, which was 
markedly reduced by inhibiting iNOS and MPO, indicating a strong link between apoptosis and 
NO/iNOS and MPO pathways in these cells [194].  Reduced caspase-3 activity is indicative of 
decreased apoptosis.  The platinum-based drugs represent the chemotherapy backbone in the 
medical management of EOC.  Platinum-resistant ovarian cancer is very common and have been 
touted as a major contributor to poor survival in ovarian cancer patients.  Although the exact 
mechanism of cisplatin resistance in EOC remains elusive, available evidence suggests a role for 
oxidants and antioxidants in the development of resistance to chemotherapy.  Establishing the 
redox profile of EOC cells is a critical step to understand the underpinnings of the potential 
relationships between oxidant and antioxidants with diverse key metabolic processes. 
In this chapter, we will present our analysis determining whether key oxidant and 
antioxidant enzymes are associated with chemoresistance in EOC cells. 
Methods 
Experimental design 
Cell Culture and establishment of cisplatin resistant cell lines.  Culture of EOC cell lines 
MDAH-2774 and SKOV-3 and their chemoresistant counterparts are described in General 
Methods.  For measurement of messenger RNA (mRNA), activity and NO2−/NO3− levels, cells 
(1.2 x 106) were seeded in 100-mm dishes (Corning, Corning, NY) and allowed to rest for 24 
hours followed by media replacement and cell collection 24 hours later. 
RNA Isolation and Reverse Transcription of cDNA, for Real-time RT-PCR 
Total RNA was extracted from EOC cells using an RNeasy Mini Kit (Qiagen) according 
to the protocol provided by the manufacturer.  A 20 μL cDNA reaction volume utilizing 1 μg 
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RNA was prepared using the Superscript VILO Master Mix (Life Technologies, Carlsbad, CA), 
as described by the manufacturer's protocol.  Quantitative real-time RT-PCR was performed 
using a QuantiTect SYBR Green RT-PCR kit (Qiagen) and the Cepheid 1.2f Detection System 
(Cepheid, Sunnyvale, CA).  Human oligonucleotide primers were designed with the aid of the 
software program, Beacon Designer (Premier Biosoft, Palo Alto, CA).  Human oligonucleotide 
primers that amplify variable portions of the protein coding regions are established and verified 
by our laboratory, as previously described, and are listed in Table 5 [267-270].  The RT-PCR 
was performed in a 25 μl total reaction volume including 12.5 μl of 2x QuantiTect SYBR Green 
RT-PCR master mix, 5 μl of 10x diluted cDNA template for GSR and 2 μl of undiluted cDNA 
template for iNOS, 3 μl of undiluted cDNA template for, p22phox, and CAT; and 1 μL of undiluted 
cDNA template for GPX1, p22phox, -actin; and 0.2 μM/L each of target specific primers 
designed to amplify each gene.  Standards with known concentrations and lengths (base pairs 
[bp]) were designed specifically for genes interested using the Beacon Designer software 
(Premier Biosoft), allowing for construction of a standard curve using a 10-fold dilution series.  
A specific standard for each gene allows for absolute quantification of the gene in a number of 
copies, which can then be expressed per μg of RNA.  The RT-PCR reaction conditions were 
programmed as follows:  An initial cycle was performed at 95°C for 900 secs for GSR and 1000 
sec for iNOS, and 95 °C for 60 seconds for GPX1, p22phox, and 1800 sec for CAT.  This was 
followed by 35 cycles of denaturation at 95 °C for 15 secs, annealing for 30 secs 55°C for CAT, 
59 °C for GSR, 30 seconds at 59°C for GPX1, 54 °C for p22phox, 72 °C for -actin and, 58°C for 
iNOS.  A control, containing all the reaction components except for the template, was included in 




Table 5. Human Oligonucleotide primers. 
 
Purification of DNA and the TaqMan SNP Genotyping Assay for SNPs   
DNA, from cells, was isolated by the Applied Genomics Technology Center (AGTC, 
Detroit, MI) and TaqMan was performed as described in General Methods.  
ELISAs 
Protein was extracted and concentration determined as described in General Methods.  
Unless otherwise stated, all assays were performed utilizing cell lysate according to the 
manufacturer’s protocols. 
The Catalase Assay Kit (Cayman Chemical, Ann Arbor, MI) utilizes the peroxidatic 
function of CAT for determination of enzyme activity and is based on the reaction of the enzyme 
with methanol in the presence of an optimal concentration of H2O2.  Formaldehyde produced is 
measured spectrophotometrically with Purpald as the chromogen, which is detected at 540 nm. 
The Glutathione Reductase Assay Kit (Abcam, Cambridge, MA) measures GSR activity 
by its ability to reduce GSSG to GSH, which reacts with 5,5-Dithiobis (2-nitrobenzoic acid) 
(DTNB) to generate TNB, which can be detected at 405 nm.  Absorbance was read once a 
Accession Number Gene Sense (5’-3’) Antisense (3’-5’) Amplicon (bp)
NM_001752 CAT GGTTGAACAGATAGCCTTC CGGTGAGTGTCAGGATAG 105
NM_000637 GSR TCACCAAGTCCCATATAGAAATC TGTGGCGATCAGGATGTG 116
NM_000581 GPX1 GGACTACACCCAGATGAAC TTCTCCTGATGCCCAAAC 96
NM_003102 SOD3 GCCTCCATTTGTACCGAAAC AGGGTCTGGGTGGAAAGG 78
AY288918 NOX4 AACCTTCTTGCTGTATAAC TGCTTAGACACAATCCTA 77
NM_000101 p22phox GTACTTTGGTGCCTACTC GGAGCCCTTCTTCCTCTT 82
NM_001101 β-actin ATGACTTAGTTGCGTTACAC AATAAAGCCATGCCAATCTC 79
NM_000625 NOS2 GGCACAGAACTTAAGGATGG TTGTTAGGAGGTCAAGTAAAGG 145
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minute for 5 minutes and slope was utilized to calculate GSR activity.  
The Glutathione Peroxidase Assay Kit (Abcam, Cambridge) measures GPx activity by 
GPx’s ability to reduce Cumene Hydroperoxide while oxidizing GSH to GSSG. GSR reduces the 
generated GSSG to GSH with consumption of NADPH.  The decrease of NADPH (easily 
measured at 340 nm) is proportional to GPx activity.  Absorbance was read once a minute for 5 
minutes and slope was utilized to calculate GPx activity.  The rate of decrease in the absorbance 
340 is directly proportional to the GPx activity in the sample. 
The nitrate/nitrite colorimetric assay (Cayman Chemical, Ann Arbor, MI) was used to 
measure the levels of stable NO by-products, NO2− and NO3−, as an indication of NO production.  
Due to the fact that the proportion of NO2− and NO3− is variable and cannot be predicted with 
certainty, the sum of both NO by-products is a more accurate indicator of NO production.  The 
assay was performed utilizing cell culture media.  Absorbance was detected at 540 nm and a 
standard curve for nitrite was utilized to determine total NO2− and NO3−. 
Statistical Analysis 
Unpaired t tests were used to compare controls and the resistant cell lines.  Statistical 
significance was established at P-value less than 0.05 for all analyses. 
Results  
Cisplatin-resistant SKOV-3 EOC cells have lower p22phox mRNA levels compared to their 
chemosensitive counterparts 
The p22phox mRNA levels were significantly decreased (from 272.78 ± 18.44 to 104.65 ± 
3.61 fg/μg RNA) in cisplatin-resistant MDAH-2774 EOC cells (P<0.05, Figure 3), and in 







Cisplatin-resistant EOC cells have higher iNOS mRNA levels and NO2−/NO3− levels 
The iNOS mRNA levels were significantly increased from 374.18 ± 20.54 to 916.26 ± 
96.01 pg/μg RNA in MDAH-2774, and from 366.31 ± 32.67 to 597.34 ± 13.27 pg/μg RNA in 
SKOV-3 cisplatin-resistant EOC cells when compared to sensitive counterparts (P < 0.05, Figure 
4A)  [266]. 
Correspondingly, NO2−/NO3− levels were significantly increased in MDAH-2774 
cisplatin-resistant cells from 12.26 ± 0.04 μM/L to 16.51 ± 0.06 μM/L, and from 8.2 ± 0.0 μM/L 
to 13.7 ± 0.2 μM/L in SKOV-3 cisplatin-resistant EOC cells when compared to their sensitive 























Figure 3. p22phox mRNA levels in sensitive EOC as compared to their resistant counterparts.
RNA was isolated from both sensitive and resistant EOC cell lines (MDAH-2774 and SKOV-3).
Real-time RT-PCR was utilized to measure mRNA. *P<0.05 denotes statistical significance.




Chemoresistant EOC cells have an increase in CAT mRNA levels and activity as compared to 
their chemosensitive counterparts  
Catalase mRNA levels were increased from 1.13 ± 0.18 to 1.96 ± 0.18 fg/μg RNA in 
SKOV-3, and from 1.35 ± 0.26 to 2.48 ± 0.09 fg/μg RNA in MDAH-2774 (P<0.05, Figure 5A).  
Correspondingly, CAT activity also increased in cisplatin-resistant SKOV-3 (from 6034.66 ± 
487.48 to 7884.37 ± 138.66 nmol/min/mL) and MDAH-2774 (from 6156.28 ± 213.32 to 8823.37 
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Figure 4. iNOS mRNA and nitrate/nitrite levels in sensitive EOC as compared to their
resistant counterparts. RNA and protein were isolated from both sensitive and resistant EOC
cell lines (MDAH-2774 and SKOV-3). Real-time RT-PCR was utilized to measure mRNA and
Griess assay measuring nitrate/nitrite levels in protein were utilized. *P<0.05 denotes statistical


















































± 257.32 nmol/min/mL) when compared to their sensitive controls (P < 0.05, Figure 5B). 
 
Chemoresistant EOC cells have decreased SOD activity as compared to their chemosensitive 
counterparts 
The SOD2 mRNA levels decreased (from 9.18 ± 2.25 and 5.27 ± 0.46 to 8.42 ± 1.34 and 
5.79 ± 0.30 pg/μg RNA) in MDAH-2774 (P>0.05, Figure 6A) and SKOV-3 respectively (P>0.05, 




Figure 5. Catalase mRNA and activity levels in sensitive EOC as compared to their resistant
counterparts. RNA and protein were isolated from both sensitive and resistant EOC cell lines
(MDAH-2774 and SKOV-3). Real-time RT-PCR to measure mRNA and ELISA to measure
protein levels were utilized. *P<0.05 denotes statistical significance. Error bars represent standard















































Figure 6A), as compared to their chemosensitive controls.  The activity of SOD decreased in 
cisplatin-resistant MDAH-2774 (from 30,111.06 ± 388.11 to 26,959.88 ± 1011.41 U/ml/mg 
protein) and SKOV-3 (from 40,373.40 ± 809.48 to 27,955.97 ± 1600 U/ml/mg protein) when 
compared to respective sensitive controls (P < 0.05, Figure 6B). 
 




Figure 6. SOD2 mRNA and activity levels in sensitive EOC as compared to their resistant
counterparts. RNA and protein were isolated from both sensitive and resistant EOC cell lines
(MDAH-2774 and SKOV-3). Real-time RT-PCR to measure mRNA and ELISA to measure
protein levels were utilized. *P<0.05 denotes statistical significance. Error bars represent













































Chemoresistant EOC cells have a decrease in GSR mRNA levels and activity as compared to 
their chemosensitive counterparts 
There was a significant decrease in the mRNA expression and activity of GSR in both 
cisplatin-resistant EOC cell lines when compared to their sensitive counterparts (Figure 7) [266].  
The GSR mRNA levels decreased in cisplatin-resistant MDAH-2774 (from 27.7 ± 1.2 to 20.3 ± 
0.7 pg/μg RNA) and SKOV-3 (from 30.1 ± 0.6 to 11.6 ± 0.25 pg/μg RNA) when compared to 






Figure 7. GSR mRNA and protein activity levels in sensitive EOC as compared to their
resistant counterparts. RNA and protein were isolated from both sensitive and resistant EOC
cell lines (MDAH-2774 and SKOV-3). Real-time RT-PCR to measure mRNA and ELISA to
measure protein levels were utilized. *P<0.05 denotes statistical significance. Error bars



















































Figure 8. GPX1 mRNA and activity levels in sensitive EOC as compared to their resistant
counterparts. RNA and protein were isolated from both sensitive and resistant EOC cell lines
(MDAH-2774 and SKOV-3). Real-time RT-PCR to measure mRNA and ELISA to measure
protein levels were utilized. *P<0.05 denotes statistical significance. Error bars represent













































Correspondingly, GSR activity also decreased in cisplatin-resistant MDAH-2774 (from 
8.5 ± 0.07 to 5.9 ± 0.1 nmol/min/mL) and SKOV-3 (from 10.6 ± 0.1 to 3.9 ± 0.0 nmol/min/mL) 
when compared to respective sensitive controls (P < 0.05, Figure 7B). 
Chemoresistant EOC cells have an increase in GPX1 mRNA levels and activity as compared to 
their chemosensitive counterparts 
There was a significant increase in the mRNA expression of GPX1 and activity of GPx in 
both cisplatin-resistant EOC cell lines when compared to their sensitive counterparts (Figure 8). 
There was a significant increase in GPX1 mRNA levels (from 141.95 ± 4.13 and 236.95 ± 40.17 
pg/μg RNA to 279.22 ± 17.39 and 407.75 ± 20.32 pg/μg RNA) in MDAH-2774 and SKOV-3 
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EOC cells, respectively (P<0.05, Figure 8A), as compared to their chemosensitive controls. 
Similarly, GPx protein activity increased in cisplatin-resistant MDAH-2774 (from 180.83 
± 4.5 to 675.57 ± 5.25 nmol/min/ml/μg protein) and SKOV-3 (from 155.47 ± 9.91 to 750.81 ± 
17.71 nmol/min/ml/μg protein) when compared to respective sensitive controls (P < 0.05, Figure 
8B). 
Chemoresistant EOC cells are associated with mutations in GPX1, SOD2, and CYBA 
For both cell lines, our genotyping data did show the presence of the selected SNPs, 
except for GPX1, in the cisplatin-sensitive EOC cells.  The cisplatin-resistant cells revealed the 
presence of point mutations in GPX1, CYBA, and SOD2 genes.  The mutations in the SOD2 and 
CYBA genes correspond to the selected SNPs in SOD2 and CYBA; and the reversal of the GPX1 
SNP.  There was a single nucleotide change from T to C in GPX1 and SOD2, and from C to T in 
CYBA in the cisplatin-resistant cells compared to their sensitive counterparts.  No change has 
been observed for CAT, NOS2, or GSR.  The data suggest an association between the mutations 
and possibly the SNPs, and cisplatin resistance (Table 6).   
Table 6. Cisplatin resistance is associated with nucleotide change in CYBA, GPX1 and 
SOD2. 
 Genotype (indicates change to SNP)   











MDAH-2774 Sensitive C/C C/T G/G T/T T/C C/C 
MDAH-2774 Cisplatin 
resistant C/C C/C G/G T/C TT C/C 
SKOV-3 Sensitive C/C C/T G/G T/T T/C C/C 
SKOV-3  Cisplatin 
resistant C/C C/C G/G T/C TT C/C 
DNA was isolated from both sensitive and resistant EOC cell lines (MDAH-2774 and SKOV-3). Genotyping was 
done utilizing TaqMan probes. For both cell lines, there is a single nucleotide change from T to C in the SOD2, and 
GPX1 genes; C to T for CYBA in cisplatin resistant cells compared to their sensitive counterparts. No change has 






In this study, we have shown that both MDAH-2774 and SKOV-3 cells displayed 
decreased expression of CAT and GSR with the development of cisplatin resistance (Figure 5A 
and B).  Many lines of evidence have linked CAT expression and activity to cancer and 
resistance to chemotherapy [178, 271-274].  For example, genetic polymorphisms involving 
C262T SNP was associated with increased CAT expression and concomitant reduction of breast 
cancer risk [271, 272].  It has also been reported that MCF-7 breast cancer cells overexpressing 
CAT not only had impaired proliferation and migration capacities but also, were more sensitive 
to anticancer treatments when compared to parent cells [273].  Additionally, others have 
demonstrated that both CAT and GPx can inhibit the cisplatin-induced down regulation of Bcl-2, 
a powerful anti-apoptosis protein [274]. 
Glutathione is a powerful antioxidant that plays an important role in preventing ROS-
induced damages to vital cellular functions [275-277].  However, it was shown that once cancer 
is established, high levels of GSH can be deleterious by preventing the cytotoxic effect of 
various chemotherapeutic agents through detoxification and increased activity of efflux pump 
[278-280].  Conversely, it has also been reported that low levels of GSH are linked to impaired 
immune response and tumor progression [281-283].  The latter is more aligned with our findings, 
because low expression of GSR is indicative of low GSH and oxidative stress since GSH will not 
be adequately regenerated from its oxidized form (GSSG).  Together, the antioxidant 
mechanisms involving both CAT and GSR, when impaired may adversely impact the response to 
cisplatin by failing to restore the oxidative balance.  
For both cell lines, CYBA was overexpressed in cisplatin-resistant cells supporting the 
theory that tumor cells are under intrinsic oxidative stress that may play a role in chemotherapy 
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resistance and tumor progression.  Indeed, previous report suggests impairment of apoptosis-
induced CYBA upregulation conferred resistance to chemotherapy by over-activation of 
MEK/ERK pathway in liver tumor cells [284].   
Our results suggest that increased expression of iNOS correlates with the development of 
resistance to cisplatin.  The NO synthase family includes the calcium/calmodulin mediated 
isoenzymes eNOS (endothelial) and nNOS (neuronal), in addition to the non-calcium-dependent 
iNOS [285].  Earlier studies have shown that NO donors can induce apoptosis at high 
concentrations, whereas preventing it at low physiologic levels [286, 287].  Moreover, as 
compared to normal cells, cancer cells have significantly increased level of iNOS [288].  
Previously, we have reported that increased iNOS activity can lead to S-nitrosylation of 
caspase-3 and decreased apoptosis in EOC cells [193].  Also, we have demonstrated that high 
levels of iNOS in EOC cells are associated with high levels of vascular endothelial growth factor 
(VEGF) production and angiogenesis induction [194].  Additionally, other groups have reported 
an inverse relationship between the expression of eNOS/nNOS and iNOS that suggests elevated 
expression of iNOS coupled with decreased eNOS/nNOS expression may be associated with 
p53-mediated cisplatin resistance in EOC [289].  Conversely, low expression of iNOS in head 
and neck squamous cell carcinoma was shown to be associated with resistance to cisplatin/taxol-
induced apoptosis mediated through survivin [290].  The physiology of the NO synthase family 
is fairly complex and not fully elucidated; however, they appeared to be involved in cisplatin 
resistance in many cancers.   
Interestingly, the genotyping data revealed point mutations in the SOD2, GPX1, and 
CYBA genes for cisplatin resistant cell lines (both MDAH-2774 and SKOV-3) as compared to 
their sensitive counterparts.  Wild-type SOD2 and GPX1 genes encode for antioxidant proteins, 
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which functions are to mitigate oxidative stress; while the CYBA gene encode for oxidants.   
The nucleotide change (T to C) observed in the SOD2 gene is consistent with SNP 
(rs4880), which results in a decrease in the SOD enzymatic activity due to an amino-acid change 
(valine to alanine).  As mentioned above, the cisplatin-sensitive cells carry the GPX1 SNP 
(rs3448) which was reversed in the cisplatin-resistant cells.  No specific amino-acid change or 
enzymatic function alterations have been consistently reported; however, in the next chapter we 
will provide new insights on the impact of GPX1 genetic editing and cisplatin resistance.  
The CYBA gene encodes for the cytochrome b-245 alpha light chain protein (p22phox), 
which in humans is involved in O2●– production.  It is a component of the NOX complex.  The 
nucleotide change observed in the CYBA gene is consistent with SNP (rs4673), which has been 
reported to a decrease in NOX4 enzymatic activity due to an amino-acid change (tyrosine to 
histidine). 
The present study suggests a potential relationship between the oxidative state and the 
development of cisplatin resistance in ovarian cancer.  Additionally, our data suggest a link 
between previously reported SNPs in SOD2, NOS2, GPX1 and CYBA genes with cisplatin-
resistant EOC cells.  These findings represent a new direction in our quest to unravel the exact 
role of oxidative stress in the establishment of cisplatin resistance in EOC cells and will be the 
foundation of the next chapter. 
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CHAPTER 5: CAUSAL RELATIONSHIP BETWEEN SOD, CYBA, AND GPX1 
SPECIFIC SNPS AND ACQUISITION OF CISPLATIN RESISTANCE IN EPITHELIAL 
OVARIAN CANCER CELLS 
Abstract 
In this chapter, we will discuss whether there is a causal relationship between SOD2, 
CYBA, and GPX1 specific SNPs and acquisition of cisplatin resistance in EOC cells.  The 
rationale of this study is based on the established fact that cisplatin treatment causes DNA 
damage, and the observation that specific SNPs in the redox enzymes were found to be 
associated with poor survival in ovarian cancer patients.  Additionally, our findings from Chapter 
4 demonstrated an association between cisplatin resistant cells and point mutations 
corresponding to specific SNPs in several redox enzymes.  The hypothesis of this study is: 
specific SNPs in key oxidant and antioxidant enzymes cause cisplatin resistance.  To achieve this, 
we utilized the CRISPR/Cas9 system to generate point mutations corresponding to specific SNPs 
in selected genes in sensitive MDAH-2774 and SKOV-3 cell lines.  Cells were enriched for the 
specific point mutation by flow cytometry.  The enriched cells were then cultured with 
increasing doses (0.5 to 5 μM) of cisplatin and tested for resistance using the MTT cell viability 
assay. IC50 values were derived from equations generated by regression analyses of the MTT 
cisplatin dose-response curves.  Cisplatin IC50 values from SKOV-3 cells without the point 
mutation and those with the point mutation were compared to determine cisplatin resistance. 
Introduction 
Oxidative stress can result in increased DNA mutations or damage, genome instability, 
and cellular proliferation; which have been implicated in the pathogenesis of several 
malignancies including ovarian cancer [46, 166, 167, 178, 185-187].  Moreover, there is 
evidence of decreased circulating antioxidants in ovarian cancer patients [167].  We have 
previously reported that cisplatin resistant EOC cells were associated with an enhanced oxidative 
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state, indicating that oxidative stress may play a role in maintaining the oncogenic phenotype of 
EOC cells [291].  In an attempt to determine the mechanisms underlying this observation, we 
selected and tested for the presence of specific functional SNPs known to be associated with 
cancer.  In the parent cell lines, only GPX1 revealed the presence of the SNP. Surprisingly, we 
found point mutations in CYBA, SOD2 and GPX1 (reversal of the SNP) that were identical to the 
selected SNPs, indicating that exposure to cisplatin or other factors may have been responsible 
for the occurrence of de novo mutations.  Indeed, pharmacokinetically, cisplatin avidly binds and 
damages DNA, hence creating the possibility of  translesion synthesis, whereby DNA synthesis 
is not blocked but proceeds beyond cisplatin due to specific classes of polymerases [88, 96].  
Here, we sought to test whether there is a causal relationship between the point mutations 
corresponding to known SNPs in key redox genes and cisplatin resistance in SKOV-3 and 
MDAH-2774 EOC human cell lines. 
Methods 
Experimental design 
Culture of EOC cell lines MDAH-2774 and SKOV-3 and their chemoresistant 
counterparts are described in General Methods.    
Following design of a genomic DNA target sequence for SOD, CYBA and GPX1, the 
GeneArt CRISPR kit (Life Technologies, Carlsbad, CA) was used to generate double stranded 
oligonucleotides (ds oligo), per the manufacturer’s protocol.  The ds oligo was cloned via a 
ligation reaction into a CRISPR vector.  Cloning of the CRISPR vector was performed in 
chemically competent E. coli included in the kit.  These cells are ideal for high-efficiency 
cloning and plasmid propagation, and allow stable replication of high-copy number plasmids.  
Transformed E. coli were transferred onto Luria broth (LB) agar plates containing 100 μg/ml 
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ampicillin and grown overnight resulting in ampicillin-resistant colony formation.  A single 
colony was grown in LB medium containing 100 μg/ml ampicillin overnight and subsequently 
purified using the HI Pure Plasmid Mini Prep Kit (Life Technologies), per the manufacturer’s 
protocol.  For transfection of the plasmid into our EOC cells, cells were plated (400,000) in a 6-
well dish and allowed to grow overnight.  Cells were transfected once they reached ~80% 
confluency.  250 μl of Opti-MeM (Life Technologies) was used for transfection and included the 
specific concentration of the CRISPR vector in a 1:3 ratio of the TransIT-X2 transfection reagent 
(Mirus Biologicals, Madison, WI).  The cells were incubated for 24 hours and the presence of 
fluorescence served as confirmation of transfection of the cells as the CRISPR system contains 
an orange fluorescence protein reporter.   
The CRISPR transfected cells were enriched using Fluorescence-activated cell sorting 
(FACS) (Figure 9).  
 
Figure 9. Fluorescence-
activated cell sorting plots 
(FACS). Cells expressing the 
orange fluorescent protein 
(OFP) were sorted as 
depicted by the cells located 




Cell sorting was performed at the Wayne State University Microscopy, Imaging, and 
Cytometry (MICR) Resources Core Facility.  Cells expressing the orange fluorescent protein 
(OFP) were sorted on a Sony SY3200 cell sorter equipped with 355 nm, 405 nm, 488 nm, 561 
nm, and 642 nm lasers (Sony Biotechnology, San Jose, CA).  The SKOV-3 EOC cell lines with 
the SOD point mutation were further analyzed for activity using an ELISA, as described in 
General Methods.  Additionally, cell viability will be determined utilizing the Vybrant MTT 
Cytotoxicity Assay (Invitrogen) following treatment with increasing doses of cisplatin (0.5 to 5 
μM) for 72 hours.  
Statistical analysis 
For each MTT viability assay, a cisplatin dose-response curve was generated in the form 
of a scatter plot with a linear regression line.  Then, the predicted cisplatin IC50 value was 
determined using the regression equation.  Comparisons between cell lines were done using the 
predicted cisplatin IC50 values, with lower values indicate cisplatin sensitivity and higher values 
cisplatin resistance.  Baseline cisplatin IC50 values were previously established for both MDAH-
2774 and SKOV-3 cell lines and served as controls, as described in Chapter 2. P-values were 
based on the predicted minimum and maximum 95% CIs.  Again, to analyze the difference in 
protein activity of SOD between controls, cisplatin resistant and point mutation-induced EOC 
cell lines, unpaired t-tests were used.  For all analyses, P-value less than 0.05 is considered 
statistically significant. 
Results  
Induction of the point mutation corresponding to a known function SNP in SOD2 resulted in 
lower SOD activity in both MDAH-2774 and SKOV-3 EOC cell lines.  
We have successfully transfected both MDAH-2274 and SKOV-3 chemo-naïve cells with 
the CRISPR/Cas9 system and demonstrated a significant decrease in activity of SOD in both the 
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MDAH-2774 and SKOV-3 EOC cell lines following the induction of the point mutation 
corresponding to a specific SNP (Figure 10). 
 
 
Both MDAH-2774 and SKOV-3 cisplatin resistant EOC cell lines demonstrated a higher 
cisplatin IC50 compared to their sensitive counterparts  
The cisplatin IC50 for MDAH-2774 cisplatin resistant cells was 6.34 (95% CI [6.19-
6.49]) compared to 1.70 (95% CI [1.66-1.74]) for their cisplatin sensitive counterparts (P<0.05), 
a 2.73-fold change (Figure 11, Table 7).  Similarly, the cisplatin IC50 for SKOV-3 cisplatin 
resistant cells was 3.31 (95% CI [3.27-3.35]) compared to 1.87 (95% CI [1.83-1.91]) for their 






































Figure 11. Cell viability
assay for MDAH-2774
human EOC cells. The
red curve depicts
resistant cells as
compared to the blue
curve, which depicts
sensitive cells.  IC50: the
dose of cisplatin that kills
50% of cells. 	
Figure 10. SOD activity levels for
the point mutation-induced EOC
cells as compared to untreated
controls. ELISA results show a
significant reduction of the SOD
activity in the point mutation-induced
EOC cells as compared to untreated
counterparts. *P<0.05 denotes
statistical significance. Error bars




Table 7. Predicted cisplatin IC50 for SKOV-3 EOC cells. 
Cell Line Predicted IC50 
95% CI min 95% CI max 
Fold-
change P-value 
SKOV-3 sensitive 1.87 1.83 1.91 0.00 <0.05 
SKOV-3 resistant 3.31 3.27 3.35 0.77 <0.05 
Point Mutation-Induced 
Sensitive SKOV-3 EOC Cells      
MnSOD 2.79 2.77 2.80 0.49 <0.05 
GPX1 3.60 3.58 3.62 0.92 <0.05 




SKOV-3 cisplatin sensitive cells demonstrated a shift in the cisplatin IC50 after introduction of 
point mutations  
The SKOV-3 EOC cells with the SOD2 point mutation (Table 6) revealed a cisplatin IC50 
of 2.79 (95% CI [2.77-2.80]) compared to 1.87 (95% CI [1.83-1.91]) for their cisplatin sensitive 
counterparts (P<0.05), indicating that the introduction of the point mutation corresponding to the 
















Figure 12. Cell viability assay for SKOV-3 human EOC cells. The blue curve depicts
resistant cells as compared to the red curve, which depicts sensitive cells. IC50: the dose of
cisplatin that kills 50% of cells.  
55 
	
Table 7).  Similarly, the SKOV-3 EOC cells with the GPX1 point mutation revealed a cisplatin 
IC50 of 3.60 (95% CI [3.58-3.62]) compared to 1.87 (95% CI [1.83-1.91]) for their cisplatin 
sensitive counterparts (P<0.05), indicating that the introduction of the mutation corresponding to 
the reversal of GPX1 SNP (rs3448) rendered the cells resistant to cisplatin by a 0.92-fold change 
(Figure 14, Table 7).  Interestingly, the SKOV-3 EOC cells with the CYBA point mutation 
revealed a cisplatin IC50 of 1.73 (95% CI [1.70-1.77]) compared to 1.87 (95% CI [1.83-1.91]) for 
their cisplatin sensitive counterparts (P<0.05), indicating that the introduction of the point 
mutation that corresponds to CYBA SNP (rs4673), sensitized the cells to cisplatin, by a -0.08-fold 























SKOV-3 sensitive with SOD Point mutation
Figure 13. Cell viability assay for SKOV-3 human EOC cells harboring the SOD point




Figure 14. Cell viability assay for SKOV-3 human EOC cells harboring the GPX1 point 
mutation corresponding to the reversal of SNP (rs3448). IC50: the dose of cisplatin that kills 
































SKOV-3 sensitive with CYBA Point mutation
Figure 15. MTT cell viability assay for SKOV-3 human EOC cells harboring the CYBA





In this study, we have used the CRISPR/Cas9 system to successfully generate point 
mutations in SKOV-3 chemosensitive EOC cells.  Subsequently, we have established cisplatin 
IC50 values for SKOV-3 sensitive, resistant and mutation-induced cell lines.  By comparing the 
IC50 values, we determined that the cells with point mutations for GPX1 and SOD have become 
resistant to cisplatin.  Interestingly, we found that the creation of the point mutation in the CYBA 
gene increases their sensitivity to cisplatin.  As outlined in the previous chapter, the point 
mutations which correspond to specific SNPs in, SOD2 and CYBA were originally observed in 
both SKOV-3 and MDAH-2774 cisplatin-resistant cell lines.  For both cell lines, the GPX1 SNP 
was observed only in the cisplatin-sensitive cells. 
The SKOV-3 EOC cells were found to be highly resistant to cisplatin when the specific 
GPX1 mutation is present.  Moreover, the magnitude the cisplatin resistance, as indicated by the 
IC50 value, was greater in the SKOV-3 cells with the CRISPR-induced GPX1 point mutation, 
than the resistant controls.  This indicates that GPX1 is a major contributor of cisplatin resistance 
and is consistent with the literature.  The GPX1 gene located at 3p21.31 encodes for GPx, which 
is one of the most important antioxidants in humans and functions in the detoxification of 
hydrogen peroxide [292-294].  Variations in GPX1 (rs3448) were associated with overall 
prostate cancer risk with an odds ratio of 0.62 for the mutant (TT) versus the wild-type (CC) 
(95% confidence interval, 0.44-0.88); as well as breast cancer risk [295, 296]. Decreased levels 
or activity of GPx is associated with colorectal cancer in humans; however in esophageal cancer, 
its expression is thought to drive aggressive growth and metastasis, partly through cisplatin 
resistance [292, 297].  GPX1 variants heavily influenced cellular biology, suggesting that 
different GPX1 variants affect cancer risk differently [298]. 
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Associations between high levels of GSH, glutathione transferase and chemoresistance in 
patients with ovarian cancer have been widely reported [297, 299-302].  These observations are 
consistent with the known role of the MDR membranous proteins pumps, as they could be 
modulated by the GSH/GSSG system.  These proteins, when activated, export several 
chemotherapeutic drugs, including cisplatin, outside of the cells thereby decreasing their 
effective concentrations.  In one study, it was suggested that the GSH system may be involved in 
the mechanism of chemoresistance in ovarian cancer, as explained by the upregulation of GSH 
and MRP expression modulated by gamma-GCS [303].   
The SOD2 point mutation was also found to be associated with cisplatin resistance. 
Intriguingly, the IC50 exhibited by the sensitive SKOV-3 EOC cells with the SOD2 mutation was 
higher than the SKOV-3 control EOC cells but lower than the SKOV-3 cisplatin resistant EOC 
cells, where the mutation was originally observed.  This discrepancy suggests that, additional 
factors may contribute to the cisplatin resistance in these cells.  We demonstrated that the SOD2 
mutated cells manifest a decrease in activity consistent with what has been reported for the SNP 
(rs4880).   
Evidence in several cancers suggests that antioxidants such as SOD may decrease cell 
killing, hence promoting cisplatin resistance [304-307].  Indeed, salinomycin, an antibacterial 
drug with anticancer activity, induces cell death in cisplatin-resistant colon adenocarcinoma 
(SW620) cells via down-regulations of SOD and GPx activities.  These observations were 
associated with a decrease of the Bcl-2/Bax ratio, indicating a tilt towards apoptosis [305].  In 
cisplatin-resistant urothelial carcinoma (NTUB1) cells, cisplatin-induced overexpression of the 
CCAAT/enhancer binding protein delta (CEBPD, C/EBPdelta, NF-IL6beta) was found to be 
associated with decrease of ROS through the upregulation of SOD1 via direct promoter 
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transactivation.  This has led to decrease ROS-triggered apoptosis, hence cisplatin resistance 
[306].  Similar observation was found in other systems and implicated other antioxidants such as 
CAT and GPx [306, 307].  
Conversely, in gastric cancer, antioxidants were found to be beneficial. Ginkgo biloba 
extract (EGb) 761 was reported to possess antitumor activity that may be related to the KSR1-
mediated ERK signaling pathway.  Specifically, EGb 761 reduced the expression of various 
cisplatin and etoposide-induced mitogenic genes; the malondialdehyde (MDA) content; and 
elevated the activities of SOD and GPx.  EGb 761 enhanced the chemotherapy sensitivity and 
reversed the chemoresistance through suppression of the KSR1-mediated ERK1/2 pathway in 
gastric cancer cells, and the underlying mechanism may be related to its antioxidant activity 
[304].  
The mutant TT genotype of the CYBA gene translates into a decrease in activity of the 
protein, thereby decrease the generation of O2●– and limiting oxidative stress. CYBA or CYBB, 
encodes for p22phox or NOX2 respectively and mutations in both lead to chromic granulomatous 
disease (CGD) [308].  Contrary to CYBB, CYBA is susceptible to a relatively high number of 
SNPs that could influence the level of ROS generation.  These SNPs are associated with 
hypertension, coronary artery disease, coronary heart disease, and, cerebral ischemic diseases 
[309-311].  Stable overexpression of p22phox increases cisplatin resistance in oral squamous cell 
carcinoma, which was reversed by the knockdown of the gene.  The mechanism involves 
preventing nuclear localization of cisplatin [312].  This observation in consistent with our 
findings with the presence of the mutant TT genotype, indicating that lower expression or 
activity of p22phox confers sensitivity to cisplatin.  Conversely, CYBA was among five genes 
that were found to be lost through methylation, and were associated with tumor progression and 
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metastasis in malignant melanoma [313].  Although one of the genes was strongly associated 
with cisplatin resistance, CYBA was not [313].  
We strongly believe that, thus far, our data does not fully explain the link between low 
CYBA expression and cisplatin resistance.  However, if validated, it would be worthwhile to 
investigate the underlying mechanisms; the resolution of which may lead to the discovery of new 
cisplatin sensitizing drugs with significant impact on improved survival outcome.  We attempted 
to establish causality between specific SNPs in CYBA, SOD2, and GPX1 and the acquisition of 
cisplatin resistance in SKOV-3 EOC cells.  It would be important to confirm these findings in 
MDAH-2774 cell line.  Moreover, reversing the mutation in both SKOV-3 and MDAH-2774 
EOC cell lines, and demonstrating cisplatin sensitivity will further test the hypothesis that 




CHAPTER 6: SUMMARY, CONCLUSIONS AND FUTURE DIRECTIONS 
The main objective of the present work is to determine whether oxidative stress is 
responsible for the acquisition of cisplatin resistance in EOC.  As stated above, previous 
evidence from both our laboratory and others suggests that oxidative stress not only plays an 
important role in tumorigenesis, but also cancer progression and aggressiveness.  We have 
demonstrated that: 1) the overall survival rate is shorter in ovarian cancer patients patients that 
carry a specific SNP in the CAT gene, 2) cisplatin resistant human EOC cell lines manifest a pro-
oxidant state, 3) point mutations corresponding to known SNPs in SOD, and CYBA genes are 
present in cisplatin resistant cells, while absent in their sensitive counterparts, suggesting a 
strong association between cisplatin resistance and those SNPs, 4) for both cell lines, the 
cisplatin-sensitive parent cells carry a specific GPX1 SNP, reversal of which, makes the cells 
resistant to cisplatin, and 5) we have successfully generated point mutations in the sensitive EOC 
cells that correspond to the SNP genotype in our chemoresistant EOC cells using CRISPR/Cas9 
system.  Additionally, we have established cisplatin IC50 values for sensitive, resistant and 
mutation-induced cell lines, as well as demonstrated the acquisition of cisplatin resistance with 
GPX1 and SOD mutations.  Lastly, we found that the presence of the CYBA mutation in the 
sensitive SKOV-3 cells renders them more sensitive to cisplatin as indicated by a lower IC50.   
Epithelial ovarian cancer remains a deadly disease.  In fact, it is the deadliest of all 
gynecologic cancers with an estimated 22,280 new cases and 14,240 deaths expected in 2016 in 
the US alone [28].  Although a relatively rare disease, the mortality rate of EOC remains 
relatively unchanged for the last four decades.  Among the keys factors driving these statistics 
are: the lack of universal screening stools for the general population making prevention and early 
detection a real challenge; and the limited opportunities for cure due the intrinsic limitations of 
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surgery and the development of resistance to standard chemotherapy.  Therefore, it is of public 
health interest to continue to support both basic science and translational research in this field.   
Future studies testing the impact of scavenging oxidants and/or adding antioxidants to 
chemotherapy-resistant EOC cell lines are needed.  Indeed, we are designing experiments using 
patient-derived cisplatin-resistant EOC cells treated with CAT-SKL, a novel drug previously 
reported to increase mitochondrial CAT activity [314, 315].  Similarly, we are testing whether 
treating the EOC cells with SOD, GPx and GSR purified proteins as well as their inhibitors 
influences their response to cisplatin exposure.  Preliminary results suggest that antioxidants may 
behave differently in sensitive and resistant EOC cells.  Understanding the precise mechanism by 
which the EOC redox profile relates to the development of cisplatin resistance will have the 
















HIC Protocol Approval Letter 



















1. Chen SS, Michael A, Butler-Manuel SA. Advances in the treatment of ovarian cancer: a 
potential role of antiinflammatory phytochemicals. Discov Med. 2012;13(68):7-17. Epub 
2012/01/31. PMID: 22284780. 
2. Cannistra SA. Cancer of the ovary. The New England journal of medicine. 
2004;351(24):2519-29. PMID: 15590954. 
3. Chung DC, Rustgi AK. The hereditary nonpolyposis colorectal cancer syndrome: 
genetics and clinical implications. Annals of internal medicine. 2003;138(7):560-70. 
PMID: 12667026. 
4. Schildkraut JM, Thompson WD. Familial ovarian cancer: a population-based case-
control study. American journal of epidemiology. 1988;128(3):456-66. PMID: 3414654. 
5. Whittemore AS. Characteristics relating to ovarian cancer risk: implications for 
prevention and detection. Gynecologic oncology. 1994;55(3 Pt 2):S15-9. PMID: 7835800. 
6. Hankinson SE, Hunter DJ, Colditz GA, Willett WC, Stampfer MJ, Rosner B, et al. Tubal 
ligation, hysterectomy, and risk of ovarian cancer. A prospective study. JAMA : the 
journal of the American Medical Association. 1993;270(23):2813-8. PMID: 8133619. 
7. Guo R, Wu Q, Liu F, Wang Y. Description of the CD133+ subpopulation of the human 
ovarian cancer cell line OVCAR3. Oncology reports. 2011;25(1):141-6. PMID: 
21109969. 
8. Hussenet T, Dali S, Exinger J, Monga B, Jost B, Dembele D, et al. SOX2 is an oncogene 
activated by recurrent 3q26.3 amplifications in human lung squamous cell carcinomas. 
PloS one. 2010;5(1):e8960. PMID: 20126410;  Central PMCID: PMC2813300. 
9. Katoh M, Katoh M. Integrative genomic analyses on HES/HEY family: Notch-
67 
	
independent HES1, HES3 transcription in undifferentiated ES cells, and Notch-dependent 
HES1, HES5, HEY1, HEY2, HEYL transcription in fetal tissues, adult tissues, or cancer. 
International journal of oncology. 2007;31(2):461-6. PMID: 17611704. 
10. Lu Y, Futtner C, Rock JR, Xu X, Whitworth W, Hogan BL, et al. Evidence that SOX2 
overexpression is oncogenic in the lung. PloS one. 2010;5(6):e11022. PMID: 20548776; 
Central PMCID: PMC2883553. 
11. Tani Y, Akiyama Y, Fukamachi H, Yanagihara K, Yuasa Y. Transcription factor SOX2 
up-regulates stomach-specific pepsinogen A gene expression. Journal of cancer research 
and clinical oncology. 2007;133(4):263-9. PMID: 17136346. 
12. Zhong X, Li N, Liang S, Huang Q, Coukos G, Zhang L. Identification of microRNAs 
regulating reprogramming factor LIN28 in embryonic stem cells and cancer cells. The 
Journal of biological chemistry. 2010;285(53):41961-71. PMID: 20947512; Central 
PMCID: PMC3009922. 
13. Zhang S, Balch C, Chan MW, Lai HC, Matei D, Schilder JM, et al. Identification and 
characterization of ovarian cancer-initiating cells from primary human tumors. Cancer 
research. 2008;68(11):4311-20. PMID: 18519691; Central PMCID: PMC2553722. 
14. Reya T, Morrison SJ, Clarke MF, Weissman IL. Stem cells, cancer, and cancer stem cells. 
Nature. 2001;414(6859):105-11. PMID: 11689955. 
15. Bonnet D, Dick JE. Human acute myeloid leukemia is organized as a hierarchy that 
originates from a primitive hematopoietic cell. Nature medicine. 1997;3(7):730-7. PMID: 
9212098. 
16. Singh SK, Clarke ID, Terasaki M, Bonn VE, Hawkins C, Squire J, et al. Identification of 




17. Al-Hajj M, Wicha MS, Benito-Hernandez A, Morrison SJ, Clarke MF. Prospective 
identification of tumorigenic breast cancer cells. Proceedings of the National Academy of 
Sciences of the United States of America. 2003;100(7):3983-8. PMID: 12629218; Central 
PMCID: PMC153034. 
18. O'Brien CA, Pollett A, Gallinger S, Dick JE. A human colon cancer cell capable of 
initiating tumour growth in immunodeficient mice. Nature. 2007;445(7123):106-10. 
PMID: 17122772. 
19. Li C, Heidt DG, Dalerba P, Burant CF, Zhang L, Adsay V, et al. Identification of 
pancreatic cancer stem cells. Cancer research. 2007;67(3):1030-7. PMID: 17283135. 
20. Ho SM. Estrogen, progesterone and epithelial ovarian cancer. Reproductive biology and 
endocrinology : RB&E. 2003;1:73. PMID: 14577831; Central PMCID: PMC239900. 
21. Minegishi K, Tanaka M, Nishimura O, Tanigaki S, Miyakoshi K, Ishimoto H, et al. 
Reactive oxygen species mediate leukocyte-endothelium interactions in prostaglandin 
F2alpha -induced luteolysis in rats. American journal of physiology Endocrinology and 
metabolism. 2002;283(6):E1308-15. PMID: 12388163. 
22. Shirai F, Kawaguchi M, Yutsudo M, Dohi Y. Human peripheral blood 
polymorphonuclear leukocytes at the ovulatory period are in an activated state. Molecular 
and cellular endocrinology. 2002;196(1-2):21-8. PMID: 12385822. 
23. Behrman HR, Kodaman PH, Preston SL, Gao S. Oxidative stress and the ovary. Journal 
of the Society for Gynecologic Investigation. 2001;8(1 Suppl Proceedings):S40-2. PMID: 
11223371. 
24. Chang SJ, Bristow RE, Chi DS, Cliby WA. Role of aggressive surgical cytoreduction in 
69 
	
advanced ovarian cancer. J Gynecol Oncol. 2015. PMID: 26197773. 
25. Bian C, Yao K, Li L, Yi T, Zhao X. Primary debulking surgery vs. neoadjuvant 
chemotherapy followed by interval debulking surgery for patients with advanced ovarian 
cancer. Archives of gynecology and obstetrics. 2015. PMID: 26198168. 
26. Narasimhulu DM, Khoury-Collado F, Chi DS. Radical surgery in ovarian cancer. Curr 
Oncol Rep. 2015;17(4):16. PMID: 25708800. 
27. Polcher M, Zivanovic O, Chi DS. Cytoreductive surgery for advanced ovarian cancer. 
Womens Health (Lond Engl). 2014;10(2):179-90. PMID: 24601809. 
28. Siegel RL, Miller KD, Jemal A. Cancer statistics, 2016. CA Cancer J Clin. 2016;66(1):7-
30. PMID: 26742998. 
29. Leahy Y. Are serum protein biomarkers effective in detecting ovarian cancer in its early 
stages? Clin J Oncol Nurs. 2009;13(4):443-5. PMID: 19648102. 
30. Zhen W, Link CJ, Jr., O'Connor PM, Reed E, Parker R, Howell SB, et al. Increased gene-
specific repair of cisplatin interstrand cross-links in cisplatin-resistant human ovarian 
cancer cell lines. Mol Cell Biol. 1992;12(9):3689-98. Epub 1992/09/11. PMID: 1380646; 
Central PMCID: PMC360224. 
31. Lee C, Macgregor P. Drug Resistance and Microarrays. Modern Drug Discovery. 
2004;7(7). 
32. Lippert TH, Ruoff HJ, Volm M. Current status of methods to assess cancer drug 
resistance. Int J Med Sci. 2011;8(3):245-53. Epub 2011/04/14. PMID: 21487568; Central 
PMCID: PMC3074090. 
33. Markman M, Rothman R, Hakes T, Reichman B, Hoskins W, Rubin S, et al. Second-line 
platinum therapy in patients with ovarian cancer previously treated with cisplatin. J Clin 
70 
	
Oncol. 1991;9(3):389-93. PMID: 1999708. 
34. Hilliard TS, Gaisina IN, Muehlbauer AG, Gaisin AM, Gallier F, Burdette JE. Glycogen 
synthase kinase 3beta inhibitors induce apoptosis in ovarian cancer cells and inhibit in-
vivo tumor growth. Anti-cancer drugs. Epub 2011/09/01. PMID: 21878813. 
35. Blagden S, Gabra H. Future Directions in the Management of Epithelial Ovarian Cancer: 
Overcoming Chemotherapy Resistance. Future Oncology. 2008;4(3):403-11. 
36. Ang JE, Gourley C, Powell CB, High H, Shapira-Frommer R, Castonguay V, et al. 
Efficacy of chemotherapy in BRCA1/2 mutation carrier ovarian cancer in the setting of 
PARP inhibitor resistance: a multi-institutional study. Clinical cancer research : an 
official journal of the American Association for Cancer Research. 2013;19(19):5485-93. 
PMID: 23922302. 
37. Kim A, Ueda Y, Naka T, Enomoto T. Therapeutic strategies in epithelial ovarian cancer. 
Journal of experimental & clinical cancer research : CR. 2012;31:14. PMID: 22330607;   
Central PMCID: PMC3309949. 
38. Sakai W, Swisher EM, Karlan BY, Agarwal MK, Higgins J, Friedman C, et al. 
Secondary mutations as a mechanism of cisplatin resistance in BRCA2-mutated cancers. 
Nature. 2008;451(7182):1116-20. PMID: 18264087;   Central PMCID: PMC2577037. 
39. Kelland LR, Sharp SY, O'Neill CF, Raynaud FI, Beale PJ, Judson IR. Mini-review: 
discovery and development of platinum complexes designed to circumvent cisplatin 
resistance. Journal of inorganic biochemistry. 1999;77(1-2):111-5.   PMID: 10626362. 
40. Eastman A, Barry MA. Interaction of trans-diamminedichloroplatinum(II) with DNA: 
formation of monofunctional adducts and their reaction with glutathione. Biochemistry. 
1987;26(12):3303-7.   PMID: 3651385. 
71 
	
41. el-Khateeb M, Appleton TG, Gahan LR, Charles BG, Berners-Price SJ, Bolton AM. 
Reactions of cisplatin hydrolytes with methionine, cysteine, and plasma ultrafiltrate 
studied by a combination of HPLC and NMR techniques. Journal of inorganic 
biochemistry. 1999;77(1-2):13-21.   PMID: 10626348. 
42. Hogberg T, Glimelius B, Nygren P, Care SB-gSCoTAiH. A systematic overview of 
chemotherapy effects in ovarian cancer. Acta oncologica. 2001;40(2-3):340-60.   PMID: 
11441940. 
43. Loehrer PJ, Einhorn LH. Drugs five years later. Cisplatin. Annals of internal medicine. 
1984;100(5):704-13.   PMID: 6370067. 
44. Kim HJ, Lee JH, Kim SJ, Oh GS, Moon HD, Kwon KB, et al. Roles of NADPH oxidases 
in cisplatin-induced reactive oxygen species generation and ototoxicity. J Neurosci. 
2010;30(11):3933-46.  PMID: 20237264. 
45. Stewart JHt, Tran TL, Levi N, Tsai WS, Schrump DS, Nguyen DM. The essential role of 
the mitochondria and reactive oxygen species in Cisplatin-mediated enhancement of fas 
ligand-induced apoptosis in malignant pleural mesothelioma. J Surg Res. 
2007;141(1):120-31.  PMID: 17574045. 
46. Reuter S, Gupta SC, Chaturvedi MM, Aggarwal BB. Oxidative stress, inflammation, and 
cancer: how are they linked? Free radical biology & medicine. 2010;49(11):1603-16. 
Epub 2010/09/16. PMID: 20840865;   Central PMCID: PMC2990475. 
47. Cole SP, Bhardwaj G, Gerlach JH, Mackie JE, Grant CE, Almquist KC, et al. 
Overexpression of a transporter gene in a multidrug-resistant human lung cancer cell line. 
Science. 1992;258(5088):1650-4.   PMID: 1360704. 
48. Cole SP, Deeley RG. Multidrug resistance-associated protein: sequence correction. 
72 
	
Science. 1993;260(5110):879.   PMID: 8098549. 
49. Ruiz-Garcia A, Bermejo M, Moss A, Casabo VG. Pharmacokinetics in drug discovery. J 
Pharm Sci. 2008;97(2):654-90. PMID: 17630642. 
50. Sheiner LB, Rosenberg B, Marathe VV. Estimation of population characteristics of 
pharmacokinetic parameters from routine clinical data. J Pharmacokinet Biopharm. 
1977;5(5):445-79.   PMID: 925881. 
51. Bonate PL. Recommended reading in population pharmacokinetic pharmacodynamics. 
AAPS J. 2005;7(2):E363-73. PMID: 16353916;   Central PMCID: PMCPMC2750974. 
52. Ishida S, Lee J, Thiele DJ, Herskowitz I. Uptake of the anticancer drug cisplatin mediated 
by the copper transporter Ctr1 in yeast and mammals. Proceedings of the National 
Academy of Sciences of the United States of America. 2002;99(22):14298-302. PMID: 
12370430; Central PMCID: PMC137878. 
53. Ishida S, McCormick F, Smith-McCune K, Hanahan D. Enhancing tumor-specific uptake 
of the anticancer drug cisplatin with a copper chelator. Cancer cell. 2010;17(6):574-83. 
PMID: 20541702;   Central PMCID: PMC2902369. 
54. Katano K, Kondo A, Safaei R, Holzer A, Samimi G, Mishima M, et al. Acquisition of 
resistance to cisplatin is accompanied by changes in the cellular pharmacology of copper. 
Cancer research. 2002;62(22):6559-65.   PMID: 12438251. 
55. Holzer AK, Howell SB. The internalization and degradation of human copper transporter 
1 following cisplatin exposure. Cancer research. 2006;66(22):10944-52. PMID: 
17108132. 
56. Holzer AK, Manorek GH, Howell SB. Contribution of the major copper influx 
transporter CTR1 to the cellular accumulation of cisplatin, carboplatin, and oxaliplatin. 
73 
	
Molecular pharmacology. 2006;70(4):1390-4. PMID: 16847145. 
57. Chen HH, Chen WC, Liang ZD, Tsai WB, Long Y, Aiba I, et al. Targeting drug transport 
mechanisms for improving platinum-based cancer chemotherapy. Expert Opin Ther 
Targets. 2015;19(10):1307-17. PMID: 26004625; Central PMCID: PMCPMC4846984. 
58. Chen HH, Kuo MT. Overcoming platinum drug resistance with copper-lowering agents. 
Anticancer research. 2013;33(10):4157-61. PMID: 24122978; Central PMCID: 
PMCPMC4001922. 
59. Yoshida H, Teramae M, Yamauchi M, Fukuda T, Yasui T, Sumi T, et al. Association of 
copper transporter expression with platinum resistance in epithelial ovarian cancer. 
Anticancer research. 2013;33(4):1409-14.   PMID: 23564780. 
60. Wang X, Zhu W, Zhao X, Wang P. miR-133a enhances the sensitivity of Hep-2 cells and 
vincristine-resistant Hep-2v cells to cisplatin by downregulating ATP7B expression. 
International journal of molecular medicine. 2016;37(6):1636-42.  PMID: 27121102. 
61. Moinuddin FM, Shinsato Y, Komatsu M, Mitsuo R, Minami K, Yamamoto M, et al. 
ATP7B expression confers multidrug resistance through drug sequestration. Oncotarget. 
2016;7(16):22779-90. PMID: 26988911; Central PMCID: PMCPMC5008400. 
62. Safaei R, Adams PL, Mathews RA, Manorek G, Howell SB. The role of metal binding 
and phosphorylation domains in the regulation of cisplatin-induced trafficking of ATP7B. 
Metallomics : integrated biometal science. 2013;5(8):964-72. PMID: 23803742;   Central 
PMCID: PMCPMC4030745. 
63. Nakayama K, Kanzaki A, Ogawa K, Miyazaki K, Neamati N, Takebayashi Y. Copper-
transporting P-type adenosine triphosphatase (ATP7B) as a cisplatin based 
chemoresistance marker in ovarian carcinoma: comparative analysis with expression of 
74 
	
MDR1, MRP1, MRP2, LRP and BCRP. International journal of cancer. 
2002;101(5):488-95. PMID: 12216079. 
64. Nakayama K, Kanzaki A, Terada K, Mutoh M, Ogawa K, Sugiyama T, et al. Prognostic 
value of the Cu-transporting ATPase in ovarian carcinoma patients receiving cisplatin-
based chemotherapy. Clinical cancer research: an official journal of the American 
Association for Cancer Research. 2004;10(8):2804-11.  PMID: 15102688. 
65. Aida T, Takebayashi Y, Shimizu T, Okamura C, Higasimoto M, Kanzaki A, et al. 
Expression of copper-transporting P-type adenosine triphosphatase (ATP7B) as a 
prognostic factor in human endometrial carcinoma. Gynecologic oncology. 
2005;97(1):41-5. PMID: 15790435. 
66. Hoogenboom BW, Suda K, Engel A, Fotiadis D. The supramolecular assemblies of 
voltage-dependent anion channels in the native membrane. Journal of molecular biology. 
2007;370(2):246-55. PMID: 17524423. 
67. Hiller S, Abramson J, Mannella C, Wagner G, Zeth K. The 3D structures of VDAC 
represent a native conformation. Trends in biochemical sciences. 2010;35(9):514-21. 
PMID: 20708406;  Central PMCID: PMC2933295. 
68. Zeth K. Structure and evolution of mitochondrial outer membrane proteins of beta-barrel 
topology. Biochimica et biophysica acta. 2010;1797(6-7):1292-9.  PMID: 20450883. 
69. Blachly-Dyson E, Forte M. VDAC channels. IUBMB life. 2001;52(3-5):113-8. PMID: 
11798022. 
70. Colombini M, Blachly-Dyson E, Forte M. VDAC, a channel in the outer mitochondrial 
membrane. Ion channels. 1996;4:169-202.  PMID: 8744209. 
71. Shoshan-Barmatz V, Gincel D. The voltage-dependent anion channel: characterization, 
75 
	
modulation, and role in mitochondrial function in cell life and death. Cell biochemistry 
and biophysics. 2003;39(3):279-92. PMID: 14716081. 
72. Leone A, Roca MS, Ciardiello C, Terranova-Barberio M, Vitagliano C, Ciliberto G, et al. 
Vorinostat synergizes with EGFR inhibitors in NSCLC cells by increasing ROS via up-
regulation of the major mitochondrial porin VDAC1 and modulation of the c-Myc-
NRF2-KEAP1 pathway. Free radical biology & medicine. 2015;89:287-99. PMID: 
26409771. 
73. Lemeshko VV. VDAC electronics: 1. VDAC-hexo(gluco)kinase generator of the 
mitochondrial outer membrane potential. Biochimica et biophysica acta. 
2014;1838(5):1362-71. PMID: 24412217. 
74. Brahimi-Horn MC, Mazure NM. Hypoxic VDAC1: a potential mitochondrial marker for 
cancer therapy. Adv Exp Med Biol. 2014;772:101-10. PMID: 24272356. 
75. Brahimi-Horn MC, Ben-Hail D, Ilie M, Gounon P, Rouleau M, Hofman V, et al. 
Expression of a truncated active form of VDAC1 in lung cancer associates with hypoxic 
cell survival and correlates with progression to chemotherapy resistance. Cancer research. 
2012;72(8):2140-50. PMID: 22389449. 
76. Sharaf el dein O, Gallerne C, Brenner C, Lemaire C. Increased expression of VDAC1 
sensitizes carcinoma cells to apoptosis induced by DNA cross-linking agents. Biochem 
Pharmacol. 2012;83(9):1172-82.  PMID: 22285227. 
77. Yang Z, Schumaker LM, Egorin MJ, Zuhowski EG, Guo Z, Cullen KJ. Cisplatin 
preferentially binds mitochondrial DNA and voltage-dependent anion channel protein in 
the mitochondrial membrane of head and neck squamous cell carcinoma: possible role in 
apoptosis. Clinical cancer research : an official journal of the American Association for 
76 
	
Cancer Research. 2006;12(19):5817-25. PMID: 17020989. 
78. Kroemer G, Galluzzi L, Brenner C. Mitochondrial membrane permeabilization in cell 
death. Physiological reviews. 2007;87(1):99-163. PMID: 17237344. 
79. Tajeddine N, Galluzzi L, Kepp O, Hangen E, Morselli E, Senovilla L, et al. Hierarchical 
involvement of Bak, VDAC1 and Bax in cisplatin-induced cell death. Oncogene. 
2008;27(30):4221-32.  PMID: 18362892. 
80. Kalayda GV, Wagner CH, Buss I, Reedijk J, Jaehde U. Altered localisation of the copper 
efflux transporters ATP7A and ATP7B associated with cisplatin resistance in human 
ovarian carcinoma cells. BMC cancer. 2008;8:175. PMID: 18565219;  Central PMCID: 
PMCPMC2442842. 
81. Wilson AJ, Liu AY, Roland J, Adebayo OB, Fletcher SA, Slaughter JC, et al. TR3 
modulates platinum resistance in ovarian cancer. Cancer research. 2013;73(15):4758-69. 
PMID: 23720056;  Central PMCID: PMCPMC3944084. 
82. Kalayda GV, Jansen BA, Molenaar C, Wielaard P, Tanke HJ, Reedijk J. Dinuclear 
platinum complexes with N, N'-bis(aminoalkyl)-1,4-diaminoanthraquinones as linking 
ligands. Part II. Cellular processing in A2780 cisplatin-resistant human ovarian 
carcinoma cells: new insights into the mechanism of resistance. J Biol Inorg Chem. 
2004;9(4):414-22. PMID: 15071768. 
83. Marques-Gallego P, den Dulk H, Brouwer J, Tanase S, Mutikainen I, Turpeinen U, et al. 
Cytotoxic activity and cellular processing in human ovarian carcinoma cell lines of a new 
platinum(II) compound containing a fluorescent substituted propylene diamine ligand. 
Biochem Pharmacol. 2009;78(4):365-73. PMID: 19413998. 
84. Samimi G, Safaei R, Katano K, Holzer AK, Rochdi M, Tomioka M, et al. Increased 
77 
	
expression of the copper efflux transporter ATP7A mediates resistance to cisplatin, 
carboplatin, and oxaliplatin in ovarian cancer cells. Clinical cancer research : an official 
journal of the American Association for Cancer Research. 2004;10(14):4661-9.  PMID: 
15269138. 
85. Katano K, Safaei R, Samimi G, Holzer A, Tomioka M, Goodman M, et al. Confocal 
microscopic analysis of the interaction between cisplatin and the copper transporter 
ATP7B in human ovarian carcinoma cells. Clinical cancer research : an official journal of 
the American Association for Cancer Research. 2004;10(13):4578-88.  PMID: 15240550. 
86. Hall MD, Amjadi S, Zhang M, Beale PJ, Hambley TW. The mechanism of action of 
platinum(IV) complexes in ovarian cancer cell lines. Journal of inorganic biochemistry. 
2004;98(10):1614-24. PMID: 15458824. 
87. Holford J, Raynaud F, Murrer BA, Grimaldi K, Hartley JA, Abrams M, et al. Chemical, 
biochemical and pharmacological activity of the novel sterically hindered platinum co-
ordination complex, cis-[amminedichloro(2-methylpyridine)] platinum(II) (AMD473). 
Anticancer Drug Des. 1998;13(1):1-18.  PMID: 9474239. 
88. Richon VM, Schulte N, Eastman A. Multiple mechanisms of resistance to cis-
diamminedichloroplatinum(II) in murine leukemia L1210 cells. Cancer research. 
1987;47(8):2056-61.  PMID: 3828995. 
89. Wood RD, Araujo SJ, Ariza RR, Batty DP, Biggerstaff M, Evans E, et al. DNA damage 
recognition and nucleotide excision repair in mammalian cells. Cold Spring Harbor 
symposia on quantitative biology. 2000;65:173-82.  PMID: 12760031. 
90. Shuck SC, Short EA, Turchi JJ. Eukaryotic nucleotide excision repair: from 
understanding mechanisms to influencing biology. Cell research. 2008;18(1):64-72. 
78 
	
PMID: 18166981;  Central PMCID: PMC2432112. 
91. Metzger R, Leichman CG, Danenberg KD, Danenberg PV, Lenz HJ, Hayashi K, et al. 
ERCC1 mRNA levels complement thymidylate synthase mRNA levels in predicting 
response and survival for gastric cancer patients receiving combination cisplatin and 
fluorouracil chemotherapy. J Clin Oncol. 1998;16(1):309-16.  PMID: 9440758. 
92. Li Q, Yu JJ, Mu C, Yunmbam MK, Slavsky D, Cross CL, et al. Association between the 
level of ERCC-1 expression and the repair of cisplatin-induced DNA damage in human 
ovarian cancer cells. Anticancer research. 2000;20(2A):645-52.  PMID: 10810335. 
93. Li Q, Gardner K, Zhang L, Tsang B, Bostick-Bruton F, Reed E. Cisplatin induction of 
ERCC-1 mRNA expression in A2780/CP70 human ovarian cancer cells. The Journal of 
biological chemistry. 1998;273(36):23419-25.  PMID: 9722577. 
94. Vaisman A, Varchenko M, Umar A, Kunkel TA, Risinger JI, Barrett JC, et al. The role of 
hMLH1, hMSH3, and hMSH6 defects in cisplatin and oxaliplatin resistance: correlation 
with replicative bypass of platinum-DNA adducts. Cancer research. 1998;58(16):3579-85.  
PMID: 9721864. 
95. Kunkel TA, Erie DA. DNA mismatch repair. Annual review of biochemistry. 
2005;74:681-710.  PMID: 15952900. 
96. Bassett E, Vaisman A, Tropea KA, McCall CM, Masutani C, Hanaoka F, et al. 
Frameshifts and deletions during in vitro translesion synthesis past Pt-DNA adducts by 
DNA polymerases beta and eta. DNA repair. 2002;1(12):1003-16.  PMID: 12531010. 
97. Gifford G, Paul J, Vasey PA, Kaye SB, Brown R. The acquisition of hMLH1 methylation 
in plasma DNA after chemotherapy predicts poor survival for ovarian cancer patients. 
Clinical cancer research : an official journal of the American Association for Cancer 
79 
	
Research. 2004;10(13):4420-6. PMID: 15240532. 
98. Marcelis CL, van der Putten HW, Tops C, Lutgens LC, Moog U. Chemotherapy resistant 
ovarian cancer in carriers of an hMSH2 mutation? Fam Cancer. 2001;1(2):107-9.  PMID: 
14574006. 
99. Edwards SL, Brough R, Lord CJ, Natrajan R, Vatcheva R, Levine DA, et al. Resistance 
to therapy caused by intragenic deletion in BRCA2. Nature. 2008;451(7182):1111-5.  
PMID: 18264088. 
100. Popov SG, Villasmil R, Bernardi J, Grene E, Cardwell J, Wu A, et al. Lethal toxin of 
Bacillus anthracis causes apoptosis of macrophages. Biochemical and biophysical 
research communications. 2002;293(1):349-55. PMID: 12054607. 
101. Brune B. Nitric oxide: NO apoptosis or turning it ON? Cell death and differentiation. 
2003;10(8):864-9. PMID: 12867993. 
102. Dejean LM, Martinez-Caballero S, Kinnally KW. Is MAC the knife that cuts cytochrome 
c from mitochondria during apoptosis? Cell death and differentiation. 2006;13(8):1387-
95.  PMID: 16676005. 
103. Wajant H. The Fas signaling pathway: more than a paradigm. Science. 
2002;296(5573):1635-6. PMID: 12040174. 
104. Fesik SW, Shi Y. Structural biology. Controlling the caspases. Science. 
2001;294(5546):1477-8.  PMID: 11711663. 
105. Gadducci A, Cosio S, Muraca S, Genazzani AR. Molecular mechanisms of apoptosis and 
chemosensitivity to platinum and paclitaxel in ovarian cancer: biological data and clinical 




106. Feldman DR, Bosl GJ, Sheinfeld J, Motzer RJ. Medical treatment of advanced testicular 
cancer. JAMA : the journal of the American Medical Association. 2008;299(6):672-84.  
PMID: 18270356. 
107. Lin NY, Beyer C, Giessl A, Kireva T, Scholtysek C, Uderhardt S, et al. Autophagy 
regulates TNFalpha-mediated joint destruction in experimental arthritis. Annals of the 
rheumatic diseases. 2013;72(5):761-8.  PMID: 22975756. 
108. Jung CH, Jun CB, Ro SH, Kim YM, Otto NM, Cao J, et al. ULK-Atg13-FIP200 
complexes mediate mTOR signaling to the autophagy machinery. Molecular biology of 
the cell. 2009;20(7):1992-2003. PMID: 19225151;  Central PMCID: PMC2663920. 
109. Maiuri MC, Malik SA, Morselli E, Kepp O, Criollo A, Mouchel PL, et al. Stimulation of 
autophagy by the p53 target gene Sestrin2. Cell cycle (Georgetown, Tex). 
2009;8(10):1571-6.  PMID: 19377293. 
110. Levine B, Mizushima N, Virgin HW. Autophagy in immunity and inflammation. Nature. 
2011;469(7330):323-35. PMID: 21248839;  Central PMCID: PMC3131688. 
111. Ren JH, He WS, Nong L, Zhu QY, Hu K, Zhang RG, et al. Acquired cisplatin resistance 
in human lung adenocarcinoma cells is associated with enhanced autophagy. Cancer 
biotherapy & radiopharmaceuticals. 2010;25(1):75-80.  PMID: 20187799. 
112. Yu H, Su J, Xu Y, Kang J, Li H, Zhang L, et al. p62/SQSTM1 involved in cisplatin 
resistance in human ovarian cancer cells by clearing ubiquitinated proteins. European 
journal of cancer (Oxford, England : 1990). 2011;47(10):1585-94.  PMID: 21371883. 
113. Ren A, Yan G, You B, Sun J. Down-regulation of mammalian sterile 20-like kinase 1 by 
heat shock protein 70 mediates cisplatin resistance in prostate cancer cells. Cancer 
research. 2008;68(7):2266-74. PMID: 18381433. 
81 
	
114. de La Motte Rouge T, Galluzzi L, Olaussen KA, Zermati Y, Tasdemir E, Robert T, et al. 
A novel epidermal growth factor receptor inhibitor promotes apoptosis in non-small cell 
lung cancer cells resistant to erlotinib. Cancer research. 2007;67(13):6253-62.  PMID: 
17616683. 
115. Singh S, Upadhyay AK, Ajay AK, Bhat MK. p53 regulates ERK activation in carboplatin 
induced apoptosis in cervical carcinoma: a novel target of p53 in apoptosis. FEBS letters. 
2007;581(2):289-95.  PMID: 17208232. 
116. Janson V, Johansson A, Grankvist K. Resistance to caspase-8 and -9 fragments in a 
malignant pleural mesothelioma cell line with acquired cisplatin-resistance. Cell death & 
disease. 2010;1:e78. PMID: 21364680;  Central PMCID: PMC3032340. 
117. Han JY, Hong EK, Choi BG, Park JN, Kim KW, Kang JH, et al. Death receptor 5 and 
Bcl-2 protein expression as predictors of tumor response to gemcitabine and cisplatin in 
patients with advanced non-small-cell lung cancer. Medical oncology (Northwood, 
London, England). 2003;20(4):355-62.  PMID: 14716031. 
118. Erovic BM, Pelzmann M, Grasl M, Pammer J, Kornek G, Brannath W, et al. Mcl-1, 
vascular endothelial growth factor-R2, and 14-3-3sigma expression might predict primary 
response against radiotherapy and chemotherapy in patients with locally advanced 
squamous cell carcinomas of the head and neck. Clinical cancer research : an official 
journal of the American Association for Cancer Research. 2005;11(24 Pt 1):8632-6.  
PMID: 16361547. 
119. Williams J, Lucas PC, Griffith KA, Choi M, Fogoros S, Hu YY, et al. Expression of Bcl-
xL in ovarian carcinoma is associated with chemoresistance and recurrent disease. 
Gynecologic oncology. 2005;96(2):287-95. PMID: 15661210. 
82 
	
120. Michaud WA, Nichols AC, Mroz EA, Faquin WC, Clark JR, Begum S, et al. Bcl-2 
blocks cisplatin-induced apoptosis and predicts poor outcome following chemoradiation 
treatment in advanced oropharyngeal squamous cell carcinoma. Clinical cancer research : 
an official journal of the American Association for Cancer Research. 2009;15(5):1645-54. 
PMID: 19240170;  Central PMCID: PMC2745309. 
121. Thomson JA, Itskovitz-Eldor J, Shapiro SS, Waknitz MA, Swiergiel JJ, Marshall VS, et 
al. Embryonic stem cell lines derived from human blastocysts. Science. 
1998;282(5391):1145-7.  PMID: 9804556. 
122. Ivanova NB, Dimos JT, Schaniel C, Hackney JA, Moore KA, Lemischka IR. A stem cell 
molecular signature. Science. 2002;298(5593):601-4.  PMID: 12228721. 
123. Casati A, Frascoli M, Traggiai E, Proietti M, Schenk U, Grassi F. Cell-autonomous 
regulation of hematopoietic stem cell cycling activity by ATP. Cell death and 
differentiation. 2011;18(3):396-404. PMID: 20798687;  Central PMCID: PMC3131989. 
124. Abdelalim EM, Tooyama I. NPR-A regulates self-renewal and pluripotency of embryonic 
stem cells. Cell death & disease. 2011;2:e127. PMID: 21390061;  Central PMCID: 
PMC3101807. 
125. Richly H, Aloia L, Di Croce L. Roles of the Polycomb group proteins in stem cells and 
cancer. Cell death & disease. 2011;2:e204. PMID: 21881606;  Central PMCID: 
PMC3186902. 
126. Chambers I, Colby D, Robertson M, Nichols J, Lee S, Tweedie S, et al. Functional 
expression cloning of Nanog, a pluripotency sustaining factor in embryonic stem cells. 
Cell. 2003;113(5):643-55.  PMID: 12787505. 
127. Molofsky AV, Pardal R, Morrison SJ. Diverse mechanisms regulate stem cell self-
83 
	
renewal. Current opinion in cell biology. 2004;16(6):700-7. PMID: 15530784. 
128. Varnum-Finney B, Xu L, Brashem-Stein C, Nourigat C, Flowers D, Bakkour S, et al. 
Pluripotent, cytokine-dependent, hematopoietic stem cells are immortalized by 
constitutive Notch1 signaling. Nature medicine. 2000;6(11):1278-81. PMID: 11062542. 
129. Karanu FN, Murdoch B, Gallacher L, Wu DM, Koremoto M, Sakano S, et al. The notch 
ligand jagged-1 represents a novel growth factor of human hematopoietic stem cells. The 
Journal of experimental medicine. 2000;192(9):1365-72.  PMID: 11067884;  Central 
PMCID: PMC2193352. 
130. Bhardwaj G, Murdoch B, Wu D, Baker DP, Williams KP, Chadwick K, et al. Sonic 
hedgehog induces the proliferation of primitive human hematopoietic cells via BMP 
regulation. Nature immunology. 2001;2(2):172-80. PMID: 11175816. 
131. Nusse R, Varmus HE. Many tumors induced by the mouse mammary tumor virus contain 
a provirus integrated in the same region of the host genome. Cell. 1982;31(1):99-109.  
PMID: 6297757. 
132. Cadigan KM, Nusse R. Wnt signaling: a common theme in animal development. Genes 
& development. 1997;11(24):3286-305.  PMID: 9407023. 
133. Reya T, O'Riordan M, Okamura R, Devaney E, Willert K, Nusse R, et al. Wnt signaling 
regulates B lymphocyte proliferation through a LEF-1 dependent mechanism. Immunity. 
2000;13(1):15-24.  PMID: 10933391. 
134. Austin TW, Solar GP, Ziegler FC, Liem L, Matthews W. A role for the Wnt gene family 
in hematopoiesis: expansion of multilineage progenitor cells. Blood. 1997;89(10):3624-
35.  PMID: 9160667. 
135. Van Den Berg DJ, Sharma AK, Bruno E, Hoffman R. Role of members of the Wnt gene 
84 
	
family in human hematopoiesis. Blood. 1998;92(9):3189-202.  PMID: 9787155. 
136. Daheron L, Opitz SL, Zaehres H, Lensch MW, Andrews PW, Itskovitz-Eldor J, et al. 
LIF/STAT3 signaling fails to maintain self-renewal of human embryonic stem cells. Stem 
cells. 2004;22(5):770-8. PMID: 15342941. 
137. Niwa H, Ogawa K, Shimosato D, Adachi K. A parallel circuit of LIF signalling pathways 
maintains pluripotency of mouse ES cells. Nature. 2009;460(7251):118-22.  PMID: 
19571885. 
138. Ma L, Lai D, Liu T, Cheng W, Guo L. Cancer stem-like cells can be isolated with drug 
selection in human ovarian cancer cell line SKOV3. Acta biochimica et biophysica Sinica. 
2010;42(9):593-602. PMID: 20705681. 
139. Civenni G, Walter A, Kobert N, Mihic-Probst D, Zipser M, Belloni B, et al. Human 
CD271-positive melanoma stem cells associated with metastasis establish tumor 
heterogeneity and long-term growth. Cancer research. 2011;71(8):3098-109.  PMID: 
21393506. 
140. Kregel S, Kiriluk KJ, Rosen AM, Cai Y, Reyes EE, Otto KB, et al. Sox2 is an androgen 
receptor-repressed gene that promotes castration-resistant prostate cancer. PloS one. 
2013;8(1):e53701.  PMID: 23326489;  Central PMCID: PMC3543364. 
141. Mak VC, Siu MK, Wong OG, Chan KK, Ngan HY, Cheung AN. Dysregulated stemness-
related genes in gynecological malignancies. Histology and histopathology. 
2012;27(9):1121-30.  PMID: 22806899. 
142. Peng S, Maihle NJ, Huang Y. Pluripotency factors Lin28 and Oct4 identify a sub-




143. Ye F, Li Y, Hu Y, Zhou C, Hu Y, Chen H. Expression of Sox2 in human ovarian 
epithelial carcinoma. Journal of cancer research and clinical oncology. 2011;137(1):131-
7. PMID: 20349085. 
144. Zhang J, Chang DY, Mercado-Uribe I, Liu J. Sex-determining region Y-box 2 expression 
predicts poor prognosis in human ovarian carcinoma. Human pathology. 
2012;43(9):1405-12. PMID: 22401770;  Central PMCID: PMC3374028. 
145. Joyce JA, Fearon DT. T cell exclusion, immune privilege, and the tumor 
microenvironment. Science. 2015;348(6230):74-80.  PMID: 25838376. 
146. Spill F, Reynolds DS, Kamm RD, Zaman MH. Impact of the physical microenvironment 
on tumor progression and metastasis. Curr Opin Biotechnol. 2016;40:41-8. PMID: 
26938687. 
147. Gillan L, Matei D, Fishman DA, Gerbin CS, Karlan BY, Chang DD. Periostin secreted 
by epithelial ovarian carcinoma is a ligand for alpha(V)beta(3) and alpha(V)beta(5) 
integrins and promotes cell motility. Cancer research. 2002;62(18):5358-64.  PMID: 
12235007. 
148. Sung PL, Jan YH, Lin SC, Huang CC, Lin H, Wen KC, et al. Periostin in tumor 
microenvironment is associated with poor prognosis and platinum resistance in epithelial 
ovarian carcinoma. Oncotarget. 2016;7(4):4036-47.  PMID: 26716408;  Central PMCID: 
PMCPMC4826188. 
149. Park J, Park SY, Kim JH. Leukotriene B4 receptor-2 contributes to chemoresistance of 
SK-OV-3 ovarian cancer cells through activation of signal transducer and activator of 




150. Mhawech-Fauceglia P, Yan L, Sharifian M, Ren X, Liu S, Kim G, et al. Stromal 
Expression of Fibroblast Activation Protein Alpha (FAP) Predicts Platinum Resistance 
and Shorter Recurrence in patients with Epithelial Ovarian Cancer. Cancer Microenviron. 
2015;8(1):23-31.  PMID: 25331442;   
151. Greenhalgh DG. The role of apoptosis in wound healing. Int J Biochem Cell Biol. 
1998;30(9):1019-30.  PMID: 9785465. 
152. Galdiero MR, Garlanda C, Jaillon S, Marone G, Mantovani A. Tumor associated 
macrophages and neutrophils in tumor progression. J Cell Physiol. 2013;228(7):1404-12. 
PMID: 23065796. 
153. Dijkgraaf EM, Heusinkveld M, Tummers B, Vogelpoel LT, Goedemans R, Jha V, et al. 
Chemotherapy alters monocyte differentiation to favor generation of cancer-supporting 
M2 macrophages in the tumor microenvironment. Cancer research. 2013;73(8):2480-92. 
PMID: 23436796. 
154. Zanussi S, Doliana R, Segat D, Bonaldo P, Colombatti A. The human type VI collagen 
gene. mRNA and protein variants of the alpha 3 chain generated by alternative splicing of 
an additional 5-end exon. J Biol Chem. 1992;267(33):24082-9.  PMID: 1339440. 
155. Lamande SR, Morgelin M, Adams NE, Selan C, Allen JM. The C5 domain of the 
collagen VI alpha3(VI) chain is critical for extracellular microfibril formation and is 
present in the extracellular matrix of cultured cells. J Biol Chem. 2006;281(24):16607-14. 
PMID: 16613849. 
156. Sherman-Baust CA, Weeraratna AT, Rangel LB, Pizer ES, Cho KR, Schwartz DR, et al. 
Remodeling of the extracellular matrix through overexpression of collagen VI contributes 




157. Nusrat O, Belotte J, Fletcher NM, Memaj I, Saed MG, Diamond MP, et al. The Role of 
Angiogenesis in the Persistence of Chemoresistance in Epithelial Ovarian Cancer. 
Reprod Sci. 2016. PMID: 27122375. 
158. Diplock AT, Rice-Evans CA, Burdon RH. Is there a significant role for lipid peroxidation 
in the causation of malignancy and for antioxidants in cancer prevention? Cancer Res. 
1994;54(7 Suppl):1952s-6s.  PMID: 8137318. 
159. Kamata H, Hirata H. Redox regulation of cellular signalling. Cell Signal. 1999;11(1):1-
14. Epub 1999/04/17.  PMID: 10206339. 
160. Wallace DC. Mitochondria and cancer: Warburg addressed. Cold Spring Harb Symp 
Quant Biol. 2005;70:363-74. PMID: 16869773. 
161. Kreuz S, Fischle W. Oxidative stress signaling to chromatin in health and disease. 
Epigenomics. 2016. PMID: 27319358. 
162. Benvenuto M, Mattera R, Taffera G, Giganti MG, Lido P, Masuelli L, et al. The Potential 
Protective Effects of Polyphenols in Asbestos-Mediated Inflammation and 
Carcinogenesis of Mesothelium. Nutrients. 2016;8(5). PMID: 27171110;  Central 
PMCID: PMCPMC4882688. 
163. Taniguchi N, Kizuka Y, Takamatsu S, Miyoshi E, Gao C, Suzuki K, et al. Glyco-redox, a 
link between oxidative stress and changes of glycans: Lessons from research on 
glutathione, reactive oxygen and nitrogen species to glycobiology. Arch Biochem 
Biophys. 2016;595:72-80. PMID: 27095220. 
164. Ozkan G, Kamiloglu S, Ozdal T, Boyacioglu D, Capanoglu E. Potential Use of Turkish 




165. Halliwell B. Oxidative stress and cancer: have we moved forward? Biochem J. 
2007;401(1):1-11. PMID: 17150040. 
166. Saed GM, Fletcher NM, Jiang ZL, Abu-Soud HM, Diamond MP. Dichloroacetate 
induces apoptosis of epithelial ovarian cancer cells through a mechanism involving 
modulation of oxidative stress. Reproductive sciences. 2011;18(12):1253-61. PMID: 
21701041. 
167. Senthil K, Aranganathan S, Nalini N. Evidence of oxidative stress in the circulation of 
ovarian cancer patients. Clinica chimica acta; international journal of clinical chemistry. 
2004;339(1-2):27-32. Epub 2003/12/23.  PMID: 14687890. 
168. Agarwal A, Allamaneni SS. Role of free radicals in female reproductive diseases and 
assisted reproduction. Reprod Biomed Online. 2004;9(3):338-47. Epub 2004/09/09.  
PMID: 15353087. 
169. Halliwell BG, J. M. C. Free radicals in biology and medicine. In: Halliwell, B, Gutteridge, 
JMC (Eds). 1989.;(Clarendon, Oxford,): 1-20. 
170. Fruehauf JP, Meyskens FL, Jr. Reactive oxygen species: a breath of life or death? 
Clinical cancer research : an official journal of the American Association for Cancer 
Research. 2007;13(3):789-94. Epub 2007/02/10. PMID: 17289868. 
171. Inoue M, Sato EF, Nishikawa M, Park AM, Kira Y, Imada I, et al. Mitochondrial 
generation of reactive oxygen species and its role in aerobic life. Curr Med Chem. 
2003;10(23):2495-505. Epub 2003/10/08.  PMID: 14529465. 
172. Linnane AW, Eastwood H. Cellular redox regulation and prooxidant signaling systems: a 
new perspective on the free radical theory of aging. Ann N Y Acad Sci. 2006;1067:47-55. 
89 
	
Epub 2006/06/29. PMID: 16803970. 
173. Kinnula VL, Crapo JD. Superoxide dismutases in malignant cells and human tumors. 
Free radical biology & medicine. 2004;36(6):718-44. Epub 2004/03/03. PMID: 14990352. 
174. Ueda S, Masutani H, Nakamura H, Tanaka T, Ueno M, Yodoi J. Redox control of cell 
death. Antioxidants & redox signaling. 2002;4(3):405-14. Epub 2002/09/07. PMID: 
12215208. 
175. Halliwell B. Reactive oxygen species in living systems: source, biochemistry, and role in 
human disease. Am J Med. 1991;91(3C):14S-22S. Epub 1991/09/30.  PMID: 1928205. 
176. Kieran MW, Folkman J, Heymach J. Angiogenesis inhibitors and hypoxia. Nature 
medicine. 2003;9(9):1104; author reply -5. PMID: 12949515. 
177. Harris AL. Hypoxia--a key regulatory factor in tumour growth. Nat Rev Cancer. 
2002;2(1):38-47. Epub 2002/03/21. PMID: 11902584. 
178. Hileman EO, Liu J, Albitar M, Keating MJ, Huang P. Intrinsic oxidative stress in cancer 
cells: a biochemical basis for therapeutic selectivity. Cancer chemotherapy and 
pharmacology. 2004;53(3):209-19. Epub 2003/11/12. PMID: 14610616. 
179. Townsend DM, Tew KD. The role of glutathione-S-transferase in anti-cancer drug 
resistance. Oncogene. 2003;22(47):7369-75. PMID: 14576844. 
180. Schafer FQ, Buettner GR. Redox environment of the cell as viewed through the redox 
state of the glutathione disulfide/glutathione couple. Free radical biology & medicine. 
2001;30(11):1191-212. Epub 2001/05/23. PMID: 11368918. 
181. Ishikawa T, Ali-Osman F. Glutathione-associated cis-diamminedichloroplatinum(II) 
metabolism and ATP-dependent efflux from leukemia cells. Molecular characterization 
of glutathione-platinum complex and its biological significance. The Journal of biological 
90 
	
chemistry. 1993;268(27):20116-25.  PMID: 8376370. 
182. Kasahara K, Fujiwara Y, Nishio K, Ohmori T, Sugimoto Y, Komiya K, et al. 
Metallothionein content correlates with the sensitivity of human small cell lung cancer 
cell lines to cisplatin. Cancer research. 1991;51(12):3237-42.  PMID: 1645616. 
183. Lewis AD, Hayes JD, Wolf CR. Glutathione and glutathione-dependent enzymes in 
ovarian adenocarcinoma cell lines derived from a patient before and after the onset of 
drug resistance: intrinsic differences and cell cycle effects. Carcinogenesis. 
1988;9(7):1283-7.  PMID: 2898306. 
184. Sakamoto M, Kondo A, Kawasaki K, Goto T, Sakamoto H, Miyake K, et al. Analysis of 
gene expression profiles associated with cisplatin resistance in human ovarian cancer cell 
lines and tissues using cDNA microarray. Human cell. 2001;14(4):305-15.  PMID: 
11925933. 
185. Taddei ML, Giannoni E, Raugei G, Scacco S, Sardanelli AM, Papa S, et al. 
Mitochondrial Oxidative Stress due to Complex I Dysfunction Promotes Fibroblast 
Activation and Melanoma Cell Invasiveness. J Signal Transduct. 2012;2012:684592. 
Epub 2012/01/25. PMID: 22272371;  Central PMCID: PMC3261495. 
186. Toyokuni S. Oxidative stress and cancer: the role of redox regulation. Biotherapy. 
1998;11(2-3):147-54. Epub 1998/07/24.  PMID: 9677046. 
187. Toyokuni S, Okamoto K, Yodoi J, Hiai H. Persistent oxidative stress in cancer. FEBS 
letters. 1995;358(1):1-3. Epub 1995/01/16. PMID: 7821417. 
188. Beckman KB, Ames BN. The free radical theory of aging matures. Physiological reviews. 
1998;78(2):547-81. Epub 1998/04/30.  PMID: 9562038. 
189. Choi JY, Neuhouser ML, Barnett MJ, Hong CC, Kristal AR, Thornquist MD, et al. Iron 
91 
	
intake, oxidative stress-related genes (MnSOD and MPO) and prostate cancer risk in 
CARET cohort. Carcinogenesis. 2008;29(5):964-70. Epub 2008/02/26. PMID: 18296681;  
Central PMCID: PMC2902382. 
190. Coussens LM, Werb Z. Inflammation and cancer. Nature. 2002;420(6917):860-7. Epub 
2002/12/20. PMID: 12490959; Central PMCID: PMC2803035. 
191. Finkel T, Holbrook NJ. Oxidants, oxidative stress and the biology of ageing. Nature. 
2000;408(6809):239-47. Epub 2000/11/23. PMID: 11089981. 
192. Haegens A, van der Vliet A, Butnor KJ, Heintz N, Taatjes D, Hemenway D, et al. 
Asbestos-induced lung inflammation and epithelial cell proliferation are altered in 
myeloperoxidase-null mice. Cancer research. 2005;65(21):9670-7. Epub 2005/11/04. 
PMID: 16266986. 
193. Saed GM, Ali-Fehmi R, Jiang ZL, Fletcher NM, Diamond MP, Abu-Soud HM, et al. 
Myeloperoxidase serves as a redox switch that regulates apoptosis in epithelial ovarian 
cancer. Gynecologic oncology. 2010;116(2):276-81. Epub 2009/12/08. PMID: 19962178;  
Central PMCID: PMCPMC2834266. 
194. Malone JM, Saed GM, Diamond MP, Sokol RJ, Munkarah AR. The effects of the 
inhibition of inducible nitric oxide synthase on angiogenesis of epithelial ovarian cancer. 
American journal of obstetrics and gynecology. 2006;194(4):1110-6; discussion 6-8. 
Epub 2006/04/04.  PMID: 16580304. 
195. Jiang Z, Fletcher NM, Ali-Fehmi R, Diamond MP, Abu-Soud HM, Munkarah AR, et al. 
Modulation of redox signaling promotes apoptosis in epithelial ovarian cancer cells. 
Gynecologic oncology. 2011;122(2):418-23. PMID: 21620448. 
196. Stamler JS, Singel DJ, Loscalzo J. Biochemistry of nitric oxide and its redox-activated 
92 
	
forms. Science. 1992;258(5090):1898-902.  PMID: 1281928. 
197. Abu-Soud HM, Hazen SL. Nitric oxide is a physiological substrate for mammalian 
peroxidases. The Journal of biological chemistry. 2000;275(48):37524-32. Epub 
2000/11/25. PMID: 11090610. 
198. Abu-Soud HM, Hazen SL. Nitric oxide modulates the catalytic activity of 
myeloperoxidase. The Journal of biological chemistry. 2000;275(8):5425-30.  PMID: 
10681518. 
199. Abu-Soud HM, Khassawneh MY, Sohn JT, Murray P, Haxhiu MA, Hazen SL. 
Peroxidases inhibit nitric oxide (NO) dependent bronchodilation: development of a model 
describing NO-peroxidase interactions. Biochemistry. 2001;40(39):11866-75.  PMID: 
11570887. 
200. Galijasevic S, Saed GM, Hazen SL, Abu-Soud HM. Myeloperoxidase Metabolizes 
Thiocyanate in a Reaction Driven by Nitric Oxide. Biochemistry. 2006;45(4):1255-62.  
PMID: 16430221. 
201. Galijasevic S, Maitra D, Lu T, Sliskovic I, Abdulhamid I, Abu-Soud HM. 
Myeloperoxidase interaction with peroxynitrite: chloride deficiency and heme depletion. 
Free radical biology & medicine. 2009;47(4):431-9. Epub 2009/05/26.  PMID: 19464362. 
202. Sadrzadeh SM, Graf E, Panter SS, Hallaway PE, Eaton JW. Hemoglobin. A biologic 
fenton reagent. The Journal of biological chemistry. 1984;259(23):14354-6. Epub 
1984/12/10.  PMID: 6094553. 
203. NCI. National Cancer Institute: PDQ® Genetics of Breast and Ovarian Cancer. Available 
from http://wwwcancergov/cancertopics/pdq/genetics/breast-and-
ovarian/HealthProfessional/page2. 2012. Epub 12-21-2012. 
93 
	
204. Fasching PA, Gayther S, Pearce L, Schildkraut JM, Goode E, Thiel F, et al. Role of 
genetic polymorphisms and ovarian cancer susceptibility. Molecular oncology. 
2009;3(2):171-81. PMID: 19383379. 
205. Savas S, Ozcelik H. Phosphorylation states of cell cycle and DNA repair proteins can be 
altered by the nsSNPs. BMC cancer. 2005;5:107. Epub 2005/08/23. PMID: 16111488;  
Central PMCID: PMC1208866. 
206. Freedman RS, Pihl E, Kusyk C, Gallager HS, Rutledge F. Characterization of an ovarian 
carcinoma cell line. Cancer. 1978;42(5):2352-9. Epub 1978/11/01.  PMID: 719612. 
207. Kaplun L, Fridman AL, Chen W, Levin NK, Ahsan S, Petrucelli N, et al. Variants in the 
Signaling Protein TSAd are Associated with Susceptibility to Ovarian Cancer in 
BRCA1/2 Negative High Risk Families. Biomark Insights. 2012;7:151-7. Epub 
2013/01/10.  PMID: 23300341;  Central PMCID: PMC3528110. 
208. Belotte J, Fletcher NM, Saed MG, Abusamaan MS, Dyson G, Diamond MP, et al. A 
Single Nucleotide Polymorphism in Catalase Is Strongly Associated with Ovarian Cancer 
Survival. PloS one. 2015;10(8):e0135739. Epub 2015/08/25. PMID: 26301412;  Central 
PMCID: PMCPMC4547699. 
209. Singh M, Singh P, Juneja PK, Singh S, Kaur T. SNP-SNP interactions within APOE gene 
influence plasma lipids in postmenopausal osteoporosis. Rheumatology international. 
2011;31(3):421-3. PMID: 20340021. 
210. Hamosh A, King TM, Rosenstein BJ, Corey M, Levison H, Durie P, et al. Cystic fibrosis 
patients bearing both the common missense mutation Gly----Asp at codon 551 and the 
delta F508 mutation are clinically indistinguishable from delta F508 homozygotes, except 
for decreased risk of meconium ileus. American journal of human genetics. 
94 
	
1992;51(2):245-50.  PMID: 1379413;  Central PMCID: PMC1682672. 
211. Goldstein JA. Clinical relevance of genetic polymorphisms in the human CYP2C 
subfamily. British journal of clinical pharmacology. 2001;52(4):349-55.  PMID: 
11678778;  Central PMCID: PMC2014584. 
212. Lee CR. CYP2C9 genotype as a predictor of drug disposition in humans. Methods and 
findings in experimental and clinical pharmacology. 2004;26(6):463-72.  PMID: 
15349140. 
213. Yanase K, Tsukahara S, Mitsuhashi J, Sugimoto Y. Functional SNPs of the breast cancer 
resistance protein-therapeutic effects and inhibitor development. Cancer letters. 
2006;234(1):73-80.  PMID: 16303243. 
214. Erichsen HC, Chanock SJ. SNPs in cancer research and treatment. British journal of 
cancer. 2004;90(4):747-51. Epub 2004/02/19. PMID: 14970847;  Central PMCID: 
PMC2410167. 
215. Savas S, Schmidt S, Jarjanazi H, Ozcelik H. Functional nsSNPs from carcinogenesis-
related genes expressed in breast tissue: potential breast cancer risk alleles and their 
distribution across human populations. Hum Genomics. 2006;2(5):287-96. Epub 
2006/04/06.  PMID: 16595073. 
216. Klaunig JE, Kamendulis LM, Hocevar BA. Oxidative stress and oxidative damage in 
carcinogenesis. Toxicologic pathology. 2010;38(1):96-109. PMID: 20019356. 
217. Castillo-Tong DC, Pils D, Heinze G, Braicu I, Sehouli J, Reinthaller A, et al. Association 
of myeloperoxidase with ovarian cancer. Tumour Biol. 2013. Epub 2013/07/31. PMID: 
23893381. 
218. Piedrafita FJ, Molander RB, Vansant G, Orlova EA, Pfahl M, Reynolds WF. An Alu 
95 
	
element in the myeloperoxidase promoter contains a composite SP1-thyroid hormone-
retinoic acid response element. The Journal of biological chemistry. 1996;271(24):14412-
20. Epub 1996/06/14.  PMID: 8662930. 
219. Olson SH, Carlson MD, Ostrer H, Harlap S, Stone A, Winters M, et al. Genetic variants 
in SOD2, MPO, and NQO1, and risk of ovarian cancer. Gynecologic oncology. 
2004;93(3):615-20. Epub 2004/06/16. PMID: 15196853. 
220. Wang Z, Feng K, Yue M, Lu X, Zheng Q, Zhang H, et al. A non-synonymous SNP in the 
NOS2 associated with septic shock in patients with sepsis in Chinese populations. Hum 
Genet. 2013;132(3):337-46. Epub 2012/11/30.  PMID: 23192595. 
221. Hodgkinson AD, Millward BA, Demaine AG. Association of the p22phox component of 
NAD(P)H oxidase with susceptibility to diabetic nephropathy in patients with type 1 
diabetes. Diabetes Care. 2003;26(11):3111-5. Epub 2003/10/28.  PMID: 14578247. 
222. Izakovicova Holla L, Kankova K, Znojil V. Haplotype analysis of the NADPH oxidase 
p22 phox gene in patients with bronchial asthma. Int Arch Allergy Immunol. 
2009;148(1):73-80. Epub 2008/08/22. PMID: 18716406. 
223. Macias-Reyes A, Rodriguez-Esparragon F, Caballero-Hidalgo A, Hernandez-Trujillo Y, 
Medina A, Rodriguez-Perez JC. Insight into the role of CYBA A640G and C242T gene 
variants and coronary heart disease risk. A case-control study. Free Radic Res. 
2008;42(1):82-92. Epub 2008/03/08.  PMID: 18324526. 
224. Forsberg L, Lyrenas L, de Faire U, Morgenstern R. A common functional C-T 
substitution polymorphism in the promoter region of the human catalase gene influences 
transcription factor binding, reporter gene transcription and is correlated to blood catalase 




225. Yuzhalin AE, Kutikhin AG. Inherited variations in the SOD and GPX gene families and 
cancer risk. Free Radic Res. 2012;46(5):581-99. Epub 2012/01/20.  PMID: 22257147. 
226. Crawford A, Fassett RG, Coombes JS, Kunde DA, Ahuja KD, Robertson IK, et al. 
Glutathione peroxidase, superoxide dismutase and catalase genotypes and activities and 
the progression of chronic kidney disease. Nephrol Dial Transplant. 2011;26(9):2806-13. 
Epub 2011/02/18. PMID: 21325350. 
227. Ahn J, Ambrosone CB, Kanetsky PA, Tian C, Lehman TA, Kropp S, et al. 
Polymorphisms in genes related to oxidative stress (CAT, MnSOD, MPO, and eNOS) 
and acute toxicities from radiation therapy following lumpectomy for breast cancer. 
Clinical cancer research : an official journal of the American Association for Cancer 
Research. 2006;12(23):7063-70. PMID: 17145829. 
228. Ambrosone CB, Ahn J, Singh KK, Rezaishiraz H, Furberg H, Sweeney C, et al. 
Polymorphisms in genes related to oxidative stress (MPO, MnSOD, CAT) and survival 
after treatment for breast cancer. Cancer research. 2005;65(3):1105-11.  PMID: 
15705913. 
229. Crawford A, Fassett RG, Geraghty DP, Kunde DA, Ball MJ, Robertson IK, et al. 
Relationships between single nucleotide polymorphisms of antioxidant enzymes and 
disease. Gene. 2012;501(2):89-103. PMID: 22525041. 
230. Didziapetriene J, Bublevic J, Smailyte G, Kazbariene B, Stukas R. Significance of blood 
serum catalase activity and malondialdehyde level for survival prognosis of ovarian 




231. Janicka A, Szymanska-Pasternak J, Bober J. [Polymorphisms in the oxidative stress-
related genes and cancer risk]. Annales Academiae Medicae Stetinensis. 2013;59(2):18-
28.  PMID: 25026746. 
232. Li Y, Ambrosone CB, McCullough MJ, Ahn J, Stevens VL, Thun MJ, et al. Oxidative 
stress-related genotypes, fruit and vegetable consumption and breast cancer risk. 
Carcinogenesis. 2009;30(5):777-84. PMID: 19255063. 
233. Saadat M, Saadat S. Genetic Polymorphism of CAT C-262 T and Susceptibility to Breast 
Cancer, a Case-Control Study and Meta-Analysis of the Literatures. Pathology oncology 
research : POR. 2014. PMID: 25248722. 
234. Seibold P, Hall P, Schoof N, Nevanlinna H, Heikkinen T, Benner A, et al. 
Polymorphisms in oxidative stress-related genes and mortality in breast cancer patients--
potential differential effects by radiotherapy? Breast. 2013;22(5):817-23. PMID: 
23489758. 
235. Tsai SM, Wu SH, Hou MF, Chen YL, Ma H, Tsai LY. Oxidative stress-related enzyme 
gene polymorphisms and susceptibility to breast cancer in non-smoking, non-alcohol-
consuming Taiwanese women: a case-control study. Annals of clinical biochemistry. 
2012;49(Pt 2):152-8.  PMID: 22130631. 
236. Fletcher NM, Jiang Z, Ali-Fehmi R, Levin NK, Belotte J, Tainsky MA, et al. 
Myeloperoxidase and free iron levels: potential biomarkers for early detection and 
prognosis of ovarian cancer. Cancer biomarkers : section A of Disease markers. 
2011;10(6):267-75. Epub 2011/01/01. PMID: 22820082. 
237. Becquemont L. Pharmacogenomics of adverse drug reactions: practical applications and 
perspectives. Pharmacogenomics. 2009;10(6):961-9. PMID: 19530963. 
98 
	
238. Ciccolini J, Gross E, Dahan L, Lacarelle B, Mercier C. Routine dihydropyrimidine 
dehydrogenase testing for anticipating 5-fluorouracil-related severe toxicities: hype or 
hope? Clinical colorectal cancer. 2010;9(4):224-8.  PMID: 20920994. 
239. Gomes AM, Winter S, Klein K, Turpeinen M, Schaeffeler E, Schwab M, et al. 
Pharmacogenomics of human liver cytochrome P450 oxidoreductase: multifactorial 
analysis and impact on microsomal drug oxidation. Pharmacogenomics. 2009;10(4):579-
99. PMID: 19374516. 
240. Hart SN, Wang S, Nakamoto K, Wesselman C, Li Y, Zhong XB. Genetic polymorphisms 
in cytochrome P450 oxidoreductase influence microsomal P450-catalyzed drug 
metabolism. Pharmacogenetics and genomics. 2008;18(1):11-24. PMID: 18216718. 
241. Huser V, Cimino JJ. Providing pharmacogenomics clinical decision support using whole 
genome sequencing data as input. AMIA Joint Summits on Translational Science 
proceedings AMIA Summit on Translational Science. 2013;2013:81.  PMID: 24303303;  
Central PMCID: PMC3814493. 
242. Lee SY, McLeod HL. Pharmacogenetic tests in cancer chemotherapy: what physicians 
should know for clinical application. The Journal of pathology. 2011;223(1):15-27.  
PMID: 20818641. 
243. Rotimi CN, Jorde LB. Ancestry and disease in the age of genomic medicine. The New 
England journal of medicine. 2010;363(16):1551-8. PMID: 20942671. 
244. Squassina A, Manchia M, Manolopoulos VG, Artac M, Lappa-Manakou C, Karkabouna 
S, et al. Realities and expectations of pharmacogenomics and personalized medicine: 
impact of translating genetic knowledge into clinical practice. Pharmacogenomics. 
2010;11(8):1149-67.  PMID: 20712531. 
99 
	
245. Wikoff WR, Frye RF, Zhu H, Gong Y, Boyle S, Churchill E, et al. 
Pharmacometabolomics reveals racial differences in response to atenolol treatment. PloS 
one. 2013;8(3):e57639. PMID: 23536766;  Central PMCID: PMC3594230. 
246. Klaunig JE, Wang Z, Pu X, Zhou S. Oxidative stress and oxidative damage in chemical 
carcinogenesis. Toxicol Appl Pharmacol. 2011;254(2):86-99. Epub 2011/02/08. PMID: 
21296097. 
247. Prat J, Ribe A, Gallardo A. Hereditary ovarian cancer. Human pathology. 
2005;36(8):861-70. Epub 2005/08/23. PMID: 16112002. 
248. Petrucelli N, Daly MB, Feldman GL. Hereditary breast and ovarian cancer due to 
mutations in BRCA1 and BRCA2. Genet Med. 2010;12(5):245-59. Epub 2010/03/11.  
PMID: 20216074. 
249. Ramus SJ, Vierkant RA, Johnatty SE, Pike MC, Van Den Berg DJ, Wu AH, et al. 
Consortium analysis of 7 candidate SNPs for ovarian cancer. International journal of 
cancer. 2008;123(2):380-8. Epub 2008/04/24. PMID: 18431743;  Central PMCID: 
PMC2667795. 
250. Goode EL, Fridley BL, Vierkant RA, Cunningham JM, Phelan CM, Anderson S, et al. 
Candidate gene analysis using imputed genotypes: cell cycle single-nucleotide 
polymorphisms and ovarian cancer risk. Cancer epidemiology, biomarkers & prevention : 
a publication of the American Association for Cancer Research, cosponsored by the 
American Society of Preventive Oncology. 2009;18(3):935-44. PMID: 19258477;  
Central PMCID: PMC2743184. 
251. Notaridou M, Quaye L, Dafou D, Jones C, Song H, Hogdall E, et al. Common alleles in 
candidate susceptibility genes associated with risk and development of epithelial ovarian 
100 
	
cancer. International journal of cancer. 2011;128(9):2063-74. PMID: 20635389;  Central 
PMCID: PMC3098608. 
252. Quick SK, Shields PG, Nie J, Platek ME, McCann SE, Hutson AD, et al. Effect 
modification by catalase genotype suggests a role for oxidative stress in the association of 
hormone replacement therapy with postmenopausal breast cancer risk. Cancer 
epidemiology, biomarkers & prevention : a publication of the American Association for 
Cancer Research, cosponsored by the American Society of Preventive Oncology. 
2008;17(5):1082-7. PMID: 18483329. 
253. Cheng JC, Klausen C, Leung PC. Hydrogen peroxide mediates EGF-induced down-
regulation of E-cadherin expression via p38 MAPK and snail in human ovarian cancer 
cells. Molecular endocrinology. 2010;24(8):1569-80. PMID: 20610539. 
254. Cheng JC, Klausen C, Leung PC. Hypoxia-inducible factor 1 alpha mediates epidermal 
growth factor-induced down-regulation of E-cadherin expression and cell invasion in 
human ovarian cancer cells. Cancer letters. 2013;329(2):197-206.  PMID: 23142284. 
255. Huntsman DG, Caldas C. Assignment1 of the E-cadherin gene (CDH1) to chromosome 
16q22.1 by radiation hybrid mapping. Cytogenetics and cell genetics. 1998;83(1-2):82-3. 
PMID: 9925936. 
256. Semb H, Christofori G. The tumor-suppressor function of E-cadherin. American journal 
of human genetics. 1998;63(6):1588-93. PMID: 9837810; Central PMCID: PMC1377629. 
257. Wong AS, Gumbiner BM. Adhesion-independent mechanism for suppression of tumor 
cell invasion by E-cadherin. The Journal of cell biology. 2003;161(6):1191-203. PMID: 
12810698;  Central PMCID: PMC2173007. 
258. Dally H, Gassner K, Jager B, Schmezer P, Spiegelhalder B, Edler L, et al. 
101 
	
Myeloperoxidase (MPO) genotype and lung cancer histologic types: the MPO -463 A 
allele is associated with reduced risk for small cell lung cancer in smokers. International 
journal of cancer. 2002;102(5):530-5. Epub 2002/11/15. PMID: 12432558. 
259. He C, Tamimi RM, Hankinson SE, Hunter DJ, Han J. A prospective study of genetic 
polymorphism in MPO, antioxidant status, and breast cancer risk. Breast cancer research 
and treatment. 2009;113(3):585-94. PMID: 18340529;  Central PMCID: PMC2664827. 
260. Cella DF, Tulsky DS, Gray G, Sarafian B, Linn E, Bonomi A, et al. The Functional 
Assessment of Cancer Therapy scale: development and validation of the general measure. 
J Clin Oncol. 1993;11(3):570-9.  PMID: 8445433. 
261. Miller AB, Hoogstraten B, Staquet M, Winkler A. Reporting results of cancer treatment. 
Cancer. 1981;47(1):207-14.  PMID: 7459811. 
262. Gill S, Sargent D. End points for adjuvant therapy trials: has the time come to accept 
disease-free survival as a surrogate end point for overall survival? The oncologist. 
2006;11(6):624-9. PMID: 16794241. 
263. Stewart DJ. Before we throw out progression-free survival as a valid end point. J Clin 
Oncol. 2012;30(27):3426-7. PMID: 22826275. 
264. Booth CM, Eisenhauer EA. Progression-free survival: meaningful or simply measurable? 
J Clin Oncol. 2012;30(10):1030-3. PMID: 22370321. 
265. Broglio KR, Berry DA. Detecting an overall survival benefit that is derived from 
progression-free survival. Journal of the National Cancer Institute. 2009;101(23):1642-9. 
PMID: 19903805;  Central PMCID: PMC4137232. 
266. Belotte J, Fletcher NM, Awonuga AO, Alexis M, Abu-Soud HM, Saed MG, et al. The 
role of oxidative stress in the development of cisplatin resistance in epithelial ovarian 
102 
	
cancer. Reproductive sciences. 2014;21(4):503-8.  PMID: 24077440;  Central PMCID: 
PMC3960837. 
267. Fletcher NM, Jiang ZL, Diamond MP, Abu-Soud HM, Saed GM. Hypoxia-generated 
superoxide induces the development of the adhesion phenotype. Free radical biology & 
medicine. 2008;45(4):530-6. Epub 2008/06/10. PMID: 18538674;  Central PMCID: 
PMC2574925. 
268. Saed GM, Diamond MP. Molecular characterization of postoperative adhesions: the 
adhesion phenotype. The Journal of the American Association of Gynecologic 
Laparoscopists. 2004;11(3):307-14.  PMID: 15559339. 
269. Saed GM, Zhang W, Diamond MP. Molecular characterization of fibroblasts isolated 
from human peritoneum and adhesions. Fertility and sterility. 2001;75(4):763-8.  PMID: 
11287032. 
270. Saed GM, Zhao M, Diamond MP, Abu-Soud HM. Regulation of inducible nitric oxide 
synthase in post-operative adhesions. Hum Reprod. 2006;21(6):1605-11.  PMID: 
16484312. 
271. Ahn J, Gammon MD, Santella RM, Gaudet MM, Britton JA, Teitelbaum SL, et al. 
Associations between breast cancer risk and the catalase genotype, fruit and vegetable 
consumption, and supplement use. American journal of epidemiology. 2005;162(10):943-
52. Epub 2005/09/30. PMID: 16192345. 
272. Oestergaard MZ, Tyrer J, Cebrian A, Shah M, Dunning AM, Ponder BA, et al. 
Interactions between genes involved in the antioxidant defence system and breast cancer 




273. Glorieux C, Dejeans N, Sid B, Beck R, Calderon PB, Verrax J. Catalase overexpression 
in mammary cancer cells leads to a less aggressive phenotype and an altered response to 
chemotherapy. Biochem Pharmacol. 2011;82(10):1384-90. PMID: 21689642. 
274. Wang L, Chanvorachote P, Toledo D, Stehlik C, Mercer RR, Castranova V, et al. 
Peroxide is a key mediator of Bcl-2 down-regulation and apoptosis induction by cisplatin 
in human lung cancer cells. Molecular pharmacology. 2008;73(1):119-27.  PMID: 
17911532. 
275. Han YH, Moon HJ, You BR, Kim SZ, Kim SH, Park WH. The effects of N-acetyl 
cysteine on the MG132 proteasome inhibitor-treated lung cancer cells in relation to cell 
growth, reactive oxygen species and glutathione. International journal of molecular 
medicine. 2010;25(4):657-62.  PMID: 20198316. 
276. Chow HH, Hakim IA, Vining DR, Crowell JA, Tome ME, Ranger-Moore J, et al. 
Modulation of human glutathione s-transferases by polyphenon e intervention. Cancer 
epidemiology, biomarkers & prevention : a publication of the American Association for 
Cancer Research, cosponsored by the American Society of Preventive Oncology. 
2007;16(8):1662-6. PMID: 17684143. 
277. Balendiran GK, Dabur R, Fraser D. The role of glutathione in cancer. Cell biochemistry 
and function. 2004;22(6):343-52. PMID: 15386533. 
278. Batist G, Behrens BC, Makuch R, Hamilton TC, Katki AG, Louie KG, et al. Serial 
determinations of glutathione levels and glutathione-related enzyme activities in human 
tumor cells in vitro. Biochem Pharmacol. 1986;35(13):2257-9.  PMID: 3827990. 
279. Suzuki T, Nishio K, Tanabe S. The MRP family and anticancer drug metabolism. Current 
drug metabolism. 2001;2(4):367-77.  PMID: 11766988. 
104 
	
280. de Bittencourt Junior PI, Curi R, Williams JF. Glutathione metabolism and glutathione S-
conjugate export ATPase (MRP1/GS-X pump) activity in cancer. I. Differential 
expression in human cancer cell lines. Biochemistry and molecular biology international. 
1998;45(6):1227-41. Epub 1998/10/08.  PMID: 9762421. 
281. Suthanthiran M, Anderson ME, Sharma VK, Meister A. Glutathione regulates activation-
dependent DNA synthesis in highly purified normal human T lymphocytes stimulated via 
the CD2 and CD3 antigens. Proceedings of the National Academy of Sciences of the 
United States of America. 1990;87(9):3343-7. PMID: 1970635;  Central PMCID: 
PMC53896. 
282. Multhoff G, Meier T, Botzler C, Wiesnet M, Allenbacher A, Wilmanns W, et al. 
Differential effects of ifosfamide on the capacity of cytotoxic T lymphocytes and natural 
killer cells to lyse their target cells correlate with intracellular glutathione levels. Blood. 
1995;85(8):2124-31.  PMID: 7718883. 
283. Droge W, Schulze-Osthoff K, Mihm S, Galter D, Schenk H, Eck HP, et al. Functions of 
glutathione and glutathione disulfide in immunology and immunopathology. FASEB 
journal : official publication of the Federation of American Societies for Experimental 
Biology. 1994;8(14):1131-8.  PMID: 7958618. 
284. Caja L, Sancho P, Bertran E, Iglesias-Serret D, Gil J, Fabregat I. Overactivation of the 
MEK/ERK pathway in liver tumor cells confers resistance to TGF-{beta}-induced cell 
death through impairing up-regulation of the NADPH oxidase NOX4. Cancer research. 
2009;69(19):7595-602. PMID: 19773433. 
285. Forstermann U, Gath I, Schwarz P, Closs EI, Kleinert H. Isoforms of nitric oxide 
synthase. Properties, cellular distribution and expressional control. Biochem Pharmacol. 
105 
	
1995;50(9):1321-32.  PMID: 7503779. 
286. Fiscus RR. Involvement of cyclic GMP and protein kinase G in the regulation of 
apoptosis and survival in neural cells. Neuro-Signals. 2002;11(4):175-90. Epub 
2002/10/24.  PMID: 12393944. 
287. Fiscus RR, Yuen JP, Chan SL, Kwong JH, Chew SB. Nitric oxide and cyclic GMP as 
pro- and anti-apoptotic agents. Journal of cardiac surgery. 2002;17(4):336-9.  PMID: 
12546082. 
288. Wink DA, Vodovotz Y, Cook JA, Krishna MC, Kim S, Coffin D, et al. The role of nitric 
oxide chemistry in cancer treatment. Biochemistry Biokhimiia. 1998;63(7):802-9.  
PMID: 9721332. 
289. Leung EL, Fraser M, Fiscus RR, Tsang BK. Cisplatin alters nitric oxide synthase levels 
in human ovarian cancer cells: involvement in p53 regulation and cisplatin resistance. 
British journal of cancer. 2008;98(11):1803-9. PMID: 18506185;  Central PMCID: 
PMC2410127. 
290. Fetz V, Bier C, Habtemichael N, Schuon R, Schweitzer A, Kunkel M, et al. Inducible NO 
synthase confers chemoresistance in head and neck cancer by modulating survivin. 
International journal of cancer. 2009;124(9):2033-41. PMID: 19130609. 
291. Belotte J, Fletcher NM, Awonuga AO, Alexis M, Abu-Soud HM, Saed MG, et al. The 
Role of Oxidative Stress in the Development of Cisplatin Resistance in Epithelial 
Ovarian Cancer. Reproductive sciences (Thousand Oaks, Calif). 2013. Epub 2013/10/01.  
PMID: 24077440. 
292. Gan X, Chen B, Shen Z, Liu Y, Li H, Xie X, et al. High GPX1 expression promotes 
esophageal squamous cell carcinoma invasion, migration, proliferation and cisplatin-
106 
	
resistance but can be reduced by vitamin D. Int J Clin Exp Med. 2014;7(9):2530-40.  
PMID: 25356106;  Central PMCID: PMCPMC4211756. 
293. Kiss C, Li J, Szeles A, Gizatullin RZ, Kashuba VI, Lushnikova T, et al. Assignment of 
the ARHA and GPX1 genes to human chromosome bands 3p21.3 by in situ hybridization 
and with somatic cell hybrids. Cytogenetics and cell genetics. 1997;79(3-4):228-30.  
PMID: 9605859. 
294. Brigelius-Flohe R, Maiorino M. Glutathione peroxidases. Biochimica et biophysica acta. 
2013;1830(5):3289-303. PMID: 23201771. 
295. Geybels MS, Hutter CM, Kwon EM, Ostrander EA, Fu R, Feng Z, et al. Variation in 
selenoenzyme genes and prostate cancer risk and survival. Prostate. 2013;73(7):734-42. 
PMID: 23143801;  Central PMCID: PMCPMC3859305. 
296. Mavaddat N, Dunning AM, Ponder BA, Easton DF, Pharoah PD. Common genetic 
variation in candidate genes and susceptibility to subtypes of breast cancer. Cancer 
epidemiology, biomarkers & prevention : a publication of the American Association for 
Cancer Research, cosponsored by the American Society of Preventive Oncology. 
2009;18(1):255-9. PMID: 19124506;  Central PMCID: PMCPMC2655077. 
297. Nalkiran I, Turan S, Arikan S, Kahraman OT, Acar L, Yaylim I, et al. Determination of 
gene expression and serum levels of MnSOD and GPX1 in colorectal cancer. Anticancer 
research. 2015;35(1):255-9.  PMID: 25550558. 
298. Bera S, Weinberg F, Ekoue DN, Ansenberger-Fricano K, Mao M, Bonini MG, et al. 
Natural allelic variations in glutathione peroxidase-1 affect its subcellular localization 




299. Satoh T, Nishida M, Oki A, Nishide K, Tsunoda H, Kubo T. [An immunohistological 
study on expression of glutathione S-transferase pi (form) in human endometrial 
carcinoma]. Nihon Sanka Fujinka Gakkai Zasshi. 1996;48(2):133-8.  PMID: 8718549. 
300. Germain I, Tetu B, Brisson J, Mondor M, Cherian MG. Markers of chemoresistance in 
ovarian carcinomas: an immunohistochemical study of 86 cases. Int J Gynecol Pathol. 
1996;15(1):54-62.  PMID: 8852447. 
301. Satoh T, Nishida M, Miyazaki Y, Sugita M, Arisawa Y, Oki A, et al. [An 
immunohistological study on expression of glutathione S-transferase pi (form) in human 
ovarian carcinoma]. Nihon Sanka Fujinka Gakkai Zasshi. 1995;47(9):931-8.  PMID: 
7594904. 
302. Huang J, Gu M, Chen C. [Expression of glutathione S-transferase-pi in operative 
specimens as marker of chemoresistance in patients with ovarian cancer]. Zhonghua Fu 
Chan Ke Za Zhi. 1997;32(8):458-61.  PMID: 9639737. 
303. Kigawa J, Minagawa Y, Cheng X, Terakawa N. Gamma-glutamyl cysteine synthetase 
up-regulates glutathione and multidrug resistance-associated protein in patients with 
chemoresistant epithelial ovarian cancer. Clinical cancer research: an official journal of 
the American Association for Cancer Research. 1998;4(7):1737-41.  PMID: 9676849. 
304. Liu SQ, Xu CY, Qin MB, Tan L, Zhuge CF, Mao YB, et al. Ginkgo biloba extract 
enhances chemotherapy sensitivity and reverses chemoresistance through suppression of 
the KSR1-mediated ERK1/2 pathway in gastric cancer cells. Oncology reports. 
2015;33(6):2871-82. PMID: 25962735. 
305. Zhou J, Li P, Xue X, He S, Kuang Y, Zhao H, et al. Salinomycin induces apoptosis in 
cisplatin-resistant colorectal cancer cells by accumulation of reactive oxygen species. 
108 
	
Toxicol Lett. 2013;222(2):139-45. PMID: 23916687. 
306. Hour TC, Lai YL, Kuan CI, Chou CK, Wang JM, Tu HY, et al. Transcriptional up-
regulation of SOD1 by CEBPD: a potential target for cisplatin resistant human urothelial 
carcinoma cells. Biochem Pharmacol. 2010;80(3):325-34.  PMID: 20385105;  Central 
PMCID: PMCPMC3586239. 
307. Bose Girigoswami K, Bhaumik G, Ghosh R. Induced resistance in cells exposed to 
repeated low doses of H2O2 involves enhanced activity of antioxidant enzymes. Cell 
Biol Int. 2005;29(9):761-7. PMID: 16087365. 
308. Parkos CA, Dinauer MC, Jesaitis AJ, Orkin SH, Curnutte JT. Absence of both the 91kD 
and 22kD subunits of human neutrophil cytochrome b in two genetic forms of chronic 
granulomatous disease. Blood. 1989;73(6):1416-20.  PMID: 2713485. 
309. Qin YW, Peng J, Liang BY, Su L, Chen Q, Xie JJ, et al. The A930G polymorphism 
ofP22phox (CYBA) gene but not C242T variation is associated with hypertension: a 
meta-analysis. PloS one. 2013;8(12):e82465. PMID: 24349292;  Central PMCID: 
PMCPMC3857280. 
310. Moreno MU, Zalba G. CYBA gene variants as biomarkers for coronary artery disease. 
Drug News Perspect. 2010;23(5):316-24. PMID: 20603655. 
311. Li P, Qiu T, Qin C. NADPH oxidase p22phox C242T polymorphism and ischemic 
cerebrovascular disease: an updated meta-analysis. Med Sci Monit. 2015;21:231-8. 
PMID: 25619262;  Central PMCID: PMCPMC4307689. 
312. Hung CC, Chien CY, Chiang WF, Lin CS, Hour TC, Chen HR, et al. p22phox confers 
resistance to cisplatin, by blocking its entry into the nucleus. Oncotarget. 2015;6(6):4110-
25. PMID: 25686830;  Central PMCID: PMCPMC4414176. 
109 
	
313. Faller WJ, Rafferty M, Hegarty S, Gremel G, Ryan D, Fraga MF, et al. Metallothionein 
1E is methylated in malignant melanoma and increases sensitivity to cisplatin-induced 
apoptosis. Melanoma Res. 2010;20(5):392-400.  PMID: 20848733. 
314. Undyala V, Terlecky SR, Vander Heide RS. Targeted intracellular catalase delivery 
protects neonatal rat myocytes from hypoxia-reoxygenation and ischemia-reperfusion 
injury. Cardiovascular pathology : the official journal of the Society for Cardiovascular 
Pathology. 2011;20(5):272-80. Epub 2010/08/17. PMID: 20708413;  Central PMCID: 
PMC2988098. 
315. Giordano CR, Mueller KL, Terlecky LJ, Krentz KA, Bollig-Fischer A, Terlecky SR, et al. 
A targeted enzyme approach to sensitization of tyrosine kinase inhibitor-resistant breast 






THE ROLE OF OXIDATIVE STRESS IN THE ESTABLISHMENT OF RESISTANCE 
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Epithelial ovarian cancer is the deadliest of all gynecologic cancers with an estimated 
22,280 new cases and 14,240 deaths expected in 2016 in the US alone.  This high mortality rate 
can be partially attributed to a lack of universal screening and the development of resistance to 
the recommended chemotherapeutics.  Typically, the treatment of ovarian cancer requires both 
cytoreductive surgery (CRS) and platinum/taxane combination chemotherapy.  Initially, 50–80% 
of patients with advanced disease will achieve complete clinical response.  Unfortunately, most 
will relapse within 18 months with chemoresistant disease.  Thus, understanding the mechanisms 
of platinum resistance is critical in order to improve the care of ovarian cancer patients.  Several 
theories to explain cisplatin resistance have been proposed but failed to translate into clinical 
practice.  Typically drug resistance mechanisms are multifactorial but can be broadly categorized 
as follows: 1) pharmacokinetic, resulting in inadequate intratumor cisplatin concentration, 2) 
tumor micro-environment, involving membrane transporters by reducing cisplatin uptake or 
increasing efflux, 3) increased inactivation and sequestration of cisplatin, 4) activation of DNA 
repair and antiapoptotic mechanisms, 5) decreased autophagy and, 6) cancer-cell specific 
mechanisms such as: acquired somatic mutations and epigenetic changes and persistence of slow 
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growing cancer stem cells that maintain the cancer phenotype.  
We have recently characterized EOC tissues and cells to manifest a persistent pro-oxidant 
state with the upregulation of several key oxidant enzymes including: myeloperoxidase (MPO), 
inducible nitric oxide synthase (iNOS), and nicotinamide adenine dinucleotide phosphate 
(NAD(P)H) oxidase with concurrent decrease in apoptosis compared to normal human ovarian 
tissues and cells.  More importantly, shutting down the expression of one or more of these key 
oxidant enzymes reduced the pro-oxidant state, and significantly induced apoptosis.  Single-
nucleotide polymorphisms (SNPs) are point mutations that are selectively maintained in 
populations and are distributed throughout the human genome at an estimated overall frequency 
of at least one in every 1000 base pairs.  Several SNPs in key oxidants and antioxidants enzymes 
have been associated with various cancers including ovarian.  Therefore, we are proposing the 
following hypothesis: cisplatin treatment induces mutations in key oxidant and antioxidant 
enzymes resulting in further enhancement of oxidative stress and the acquisition of resistance in 
EOC cells.  To test this hypothesis, we are proposing then following specific aims:  
Specific Aim 1: To determine the association of specific single nucleotide polymorphisms 
(SNPs) in key oxidant and antioxidant enzymes with EOC risk and survival in patients.   
The rationale of this aim is based on the fact that oxidative stress is strongly associated 
with several cancers, including ovarian.  Known specific SNPs in oxidant and antioxidant genes 
may alter their expression profile and enzymatic functions.  These SNPs have been reported to be 
associated not only with cancer risks, but also patient response to treatment and survival.  The 
hypothesis of this aim is that specific SNPs in key oxidant and antioxidant enzymes are 
associated with overall patient survival.  To achieve this aim, we will perform a case-control 
study using stored blood samples of research participants from the Karmanos Cancer Center. 
Individuals (n=143) recruited were divided into controls (n=94),) and ovarian cancer cases 
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(n=49).  Samples will undergo DNA extraction followed by TaqMan® SNP genotype analysis 
for rs4880 manganese superoxide dismutase (MnSOD), rs4673 (NAD(P)H oxidase (CYBA), 
rs3448 glutathione peroxidase (GPX1), rs2297518 inducible nitric oxide synthase (iNOS), 
rs1002149 glutathione reductase (GSR), and rs1001179 catalase (CAT).  We will perform a 
multivariate analysis for identification of confounding variables and potential predictors of risk.  
Additionally, to study the impact of the SNPs on overall survival, Cox regression and Kaplan-
Meier survival analyses will be used.   
Specific Aim 2: To determine the association of key oxidant and antioxidant enzymes as 
well as specific SNPs in these enzymes with the development of cisplatin resistance in EOC 
cells.   
The rationale of this aim is based on previous findings showing an association between 
the altered redox enzymes and EOC, in both patients and human cell lines.  The hypothesis of 
this aim is that the acquisition of resistance to cisplatin in EOC cells is associated with enhanced 
pro-oxidant profile, as well as specific SNPs in key oxidant and antioxidant enzymes.  To achieve 
this aim, we will utilize two human EOC cell lines, MDAH-2774 and SKOV-3 and their 
cisplatin resistant counterparts.  We will perform TaqMan PCR genotyping, real-time RT-PCR, 
ELISA, and Griess assay to study the expression profile of the following genes: CYBA/NOX4, 
iNOS, CAT, SOD3, GSR and GPX1.  To analyze the difference in the expression profiles of these 
genes for sensitive compared to resistant cells, we will use a Student’s t-test.  
Specific Aim 3: To determine whether specific SNP(s) in key oxidant and antioxidant 
enzymes cause the acquisition of cisplatin resistance in EOC cells.   
The rationale of this aim is based on the established fact that cisplatin treatment causes 
DNA damage, and the observation that specific SNPs in the redox enzymes were found to be 
associated with poor survival in patients.  The hypothesis of this aim is: specific SNPs in key 
oxidant and antioxidant enzymes cause cisplatin resistance.  To achieve this aim, we will utilize 
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the CRISPR/Cas9 system to generate point mutations in sensitive EOC cells corresponding to the 
SNP genotype of the chemoresistant MDAH-2774 and SKOV-3 EOC cells.  The cells will then 
be tested for cisplatin resistance using the MTT viability assay using the IC50 method.  Results 




Jimmy Belotte, MD, F.A.C.O.G. 
EDUCATION 
09/2012-present Ph.D. – Reproductive Sciences Concentration, Wayne State University, School 
of Medicine, Department of Physiology, Detroit, MI 
10/1996-9/2003 M.D. - Universite Notre Dame d’Haiti, Faculte de Medecine et des Sciences de la 
Sante, Port-Au-Prince, Haiti. 
POSTGRADUATE TRAINING 
01/2010-062011 Wayne State University School of Medicine, Detroit, MI Ob/Gyn, PGY III/IV 
07/2007-12/2009 Nassau University Medical Center, Ob/Gyn/, East Meadow, NY, / Resident, 
PGY I/II/III 
HONORS/AWARDS 
05/2014 Wayne State University, School of Medicine, Ob/Gyn., Detroit, MI, C.S. Mott 
Center Scientific Retreat, Best poster in Clinical Research Category. 
09/2013 Wayne State University, School of Medicine, Detroit, MI, Office of Vice 
president for Research, Travel award 
09/2011-present Wayne State University, School of Medicine, Ob/Gyn, Detroit, MI, Women's 
Reproductive Health Research (WRHR) K-12 NIG grant 
01/2011 Wayne State University, School of Medicine, Ob/Gyn, Detroit, MI, MFM Award, 
Wayne State University 
SELECTED PUBLICATIONS  
Original Work 
1. Nusrat O, Belotte J, Fletcher NM, Memaj I, Saed MG, Diamond MP, Saed GM. The Role of 
Angiogenesis in the Persistence of Chemoresistance in Epithelial Ovarian Cancer. Reprod Sci. 2016 
Apr 26. PMID: 27122375. 
2. Belotte J, Fletcher NM, Saed MG, Abusamaan MS, Dyson G, Diamond MP, Saed GM. A Single 
Nucleotide Polymorphism in Catalase Is Strongly Associated with Ovarian Cancer Survival. PLoS One. 
2015 Aug 24;10(8): e0135739. PMID: 26301412. 
3. Belotte J, Fletcher NM, Alexis M, Morris RT, Munkarah AR, Diamond MP, Saed GM. Sox2 
gene amplification significantly impacts overall survival in serous epithelial ovarian cancer. 
Reprod Sci. 2015 Jan;22(1):38-46. PMID: 25038052. 
4. Belotte J, Fletcher NM, Awonuga AO, Alexis M, Abu-Soud HM, Saed MG, Diamond MP, Saed 
GM. The role of oxidative stress in the development of cisplatin resistance in epithelial ovarian 
cancer. Reprod Sci. 2014 Apr;21(4):503-8. PMID: 24077440. 
5. Fletcher NM, Jiang Z, Ali-Fehmi R, Levin NK, Belotte J, Tainsky MA, Diamond MP, Abu-Soud 
HM, Saed GM. Myeloperoxidase and free iron levels: potential biomarkers for early detection 
and prognosis of ovarian cancer. Cancer Biomark. 2012;10(6):267-75. PMID: 22820082. 
Case Reports 
1. Belotte J, Belotte J, Alexis M, Awonuga AO, Aguin TJ. Successful laparoscopic management of 
ruptured tubal pregnancy with an ipsilateral ectopic pelvic kidney. Case Rep Obstet Gynecol. 2014; 
2014:682737. PMID: 25136465. 
2. Belotte J, Awonuga AO, Bolinjkar R, Alexis M, Tabassum F, Deppe G. Platinum-based 
combination chemotherapy for the treatment of advanced-stage squamous cell carcinoma of the 
vulva. Obstet Gynecol. 2012 Aug;120(2 Pt2):458-60. PMID: 22825265. 
3. Belotte J, Shavell VI, Awonuga AO, Diamond MP, Berman JM, Yancy AF. Small bowel 
obstruction subsequent to Essure microinsert sterilization: a case report. Fertil Steril. 2011 
Jul;96(1): e4-6. PMID: 21565339.  
